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Abstract 

Background: Immunotherapy has proven to be an emerging treatment for non-small-cell lung cancer in recent 
years. Notably, smokers show higher programmed cell death ligand-1 (PD-L1) expression and better responses 
to PD-1/PD-L1 inhibitors than nonsmokers. Genome-wide association studies show that the CHRNΑ5 encoding 
α5-nicotinic acetylcholine receptor (α5-nAChR) is especially relevant to lung cancer and nicotine dependence. Jab1 is 
a key regulatory factor and promotes the stabilization of PD-L1. Our previous study reported that α5-nAChR mediates 
lung adenocarcinoma (LUAD) epithelial-mesenchymal transition (EMT) and metastasis via STAT3/Jab1. However, the 
link between α5-nAChR and PD-L1 is unclear in LUAD.

Methods: We used various bioinformatics databases to analyze the expression of related genes and their correla-
tions. Expression and clinicopathologic significance of α5-nAChR and PD-L1 were detected by immunohistochemistry 
in a tissue microarray. α5-nAChR regulated LUAD cell immune escape by targeting the STAT3/Jab1-PD-L1 signalling 
by Western-blotting and ChIP in vitro. We used T cell coculture, flow cytometry, ELISA, CCK8 assay and crystal violet 
staining to detect the expression of regulatory T cell (Tregs), IFN-γ, IL-2 and the ability of T cell-mediated tumour cell 
killing respectively. IF assays were performed in both cancer cells and tumour xenograft paraffin sections to analyze 
the protein expression. The in vivo experiments in mouse model were performed to show the α5-nAChR-mediated 
immune escape via PD-L1 pathway.

Results: The expression of α5-nAChR was correlated with PD-L1 expression, smoking status and lower survival of 
LUAD in vivo. In vitro, the expression of α5-nAChR mediated phosphorylated STAT3 (pSTAT3), Jab1 and PD-L1 expres-
sion. STAT3 bound to the Jab1 or PD-L1 promoter and mediated PD-L1 expression. Jab1 stabilized PD-L1 expression in 
LUAD cells. Furthermore, in primary T cell cocultured system, downregulation of α5-nAChR suppressed the function of 
 CD4+CD25+FOXP3+ Tregs, enhanced IFN-γ secretion, and increased T cell-mediated killing of LUAD cells. In the Jurkat 
T cells and LUAD cells coculture assay, inhibition of α5-nAChR increased IL-2 secretion. In tumour xenograft tissues, 
α5-nAChR expression was related to PD-L1, Jab1, pSTAT3, CD4 and granzyme B expression (GB).
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Introduction
Lung cancer is one of the malignant tumours with the 
highest incidence and mortality worldwide. NSCLC is 
the most common tissue type in lung cancer, account-
ing for 80–85% of all types of lung cancer [1]. In the 
past decade, advances in epidermal growth factor recep-
tor (EGFR) therapy [2] and anaplastic lymphoma kinase 
(ALK) therapy [3] have remarkably improved the survival 
of EGFR positive and ALK positive lung cancer patients. 
However, effective therapeutic strategies for NSCLC are 
still desperately needed.

Immunotherapy has proven to be a promising treat-
ment for NSCLC in recent years. PD-L1 is a type 1 trans-
membrane protein that is encoded by the CD274 gene in 
humans and is overexpressed in some kinds of cancers 
[4]. Programmed cell death protein 1 (PD-1) is an inhibi-
tory receptor that is encoded by the PDCD1 gene and is 
located on the surface of T cells [5]. The PD-1/PD-L1 axis 
generates an inhibitory signal that attenuates the activ-
ity of T cells and contributes to tumour immune escape 
[6, 7]. NSCLCs have higher expression of PD-L1, which 
is an immune checkpoint molecule and an important 
target in immunotherapy[8]. In lung cancer, high PD-L1 
expression is associated with larger tumour size, higher 
tumour grade, and lymph node number. According to the 
outcomes in clinical trials, smoking is associated with a 
significantly better anti-PD-1 monotherapy response [9]. 
Several recent studies have shown positive correlations 
between smoking and PD-L1 expression or PD-1/PD-L1 
immune checkpoint inhibitor efficacy and better treat-
ment responses to anti-PD-1/PD-L1 immunotherapy 
than patients with lung cancer who have never smoked 
[10].

Nicotinic acetylcholine receptors (nAChRs) are ligand-
gated ion channel proteins comprising pentameric subu-
nits using various combinations of alpha (α1-α10) or 
non-α (β1–β4, γ, δ, or ε) type openings and are regulated 
by the binding of acetylcholine or nicotine agonists, such 
as nicotine [11]. nAChRs are classified into two catego-
ries, heteromeric and homomeric nAChRs. Homomeric 
nAChRs are composed of five α subunits (α7, α8, and 
α9), and other subunits combine to create a variety of 
receptors with different functional and pharmacologi-
cal properties[12]. α5-nAChR is one of the most recently 
discovered nAChR subtypes and is encoded by the 
CHRNΑ5 gene in humans [13–15]. GWAS have shown 
that α5-nAChR is highly associated with lung cancer risk 

and nicotine dependence [16, 17].Our previous study 
reported that α5-nAChR mediates nicotine-induced 
LUAD development and progression via the PI3K and 
JAK2/STAT3 pathways [18–20]. Nevertheless, the link 
between α5-nAChR and PD-L1 is unclear in LUAD.

Jab1 has shown to be the fifth member of the COP9 
signalosome complex, which is encoded by the COPS5 
gene [21]. Recent studies have shown that Jab1 is a poten-
tial target for smoking-induced lung cancer that mediates 
various tumorigenesis-associated pathways [22, 23]. Jab1 
inhibits the ubiquitination and degradation of PD-L1 [24, 
25]. Downregulation of Jab1 decreases PD-L1 expres-
sion in cancer cells. Notably, our previous study dem-
onstrated that α5-nAChR mediates LUAD cells EMT, 
migration and invasion via STAT3/Jab1 signalling [26]. 
Is α5-nAChR associated with PD-L1 via STAT3/Jab1 in 
lung cancer immune escape?

In this study, we assessed α5-nAChR and PD-L1 
expression in LUAD in  vivo and demonstrated that 
α5-nAChR expression was correlated with PD-L1 expres-
sion, smoking status and lower survival. α5-nAChR 
mediated immune escape via STAT3/Jab1-PD-L1 signal-
ling in NSCLC cells. To our knowledge, this is the first 
study to show that the α5-nAChR/STAT3-Jab1-PD-L1 
axis is involved in immune escape in lung cancer.

Methods
CHRNA5 and CD274 expression and clinical characteristics 
using relevant databases
The KM-plotter online analysis tool (http:// kmplot. com/ 
analy sis) was used to analyze the overall survival (OS) 
of lung cancer patients. We downloaded α5-nAChR and 
PD-L1 gene expression data from the cancer genomic 
browser of UCSC Xena (https:// xenab rowser. net/) to test 
the prognostic value of high coexpression of CHRNA5 
and CD274 in LUAD. Primary tumor samples were 
categorized using clinical patient data and the UAL-
CAN database (http:// ualcan. path. uab. edu/ index. html) 
was used to generate boxplots of CHRNA5 and CD274 
expression levels from LUAD smokers and nonsmokers. 
We used the R2 online database (http:// r2. amc. nl) and 
selected various microarray datasets to analyze the corre-
lations among CHRNA5, STAT3 CD274, and granzyme B 
gene (GZMB). The mRNA results of CHRNA5 were ana-
lyzed using GSEA software. A P value < 0.05 was consid-
ered statistically significant.

Conclusions: Our results suggest that the novel α5-nAChR/STAT3-Jab1-PD-L1 axis is involved in LUAD immune 
escape, which could lead to potential therapeutic strategies for cancer immunotherapy.

Keywords: α5-nAChR, STAT3/Jab1-PD-L1, Immune escape, Lung adenocarcinoma
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Tissue specimens and cell culture
A tissue microarray (No. OD-CT-RsLug04-003, 
OUTDO BIOTECH) containing 55 lung adenocarci-
noma specimens and 53 paracarcinoma tissues with 
smoking status was used in this study. Each set of 
paired tumour and paracarcinoma tissues was collected 
and categorized according to their clinical information. 
Among the 55 samples, there were 30 males and 25 
females with an age range of 45–82 years (age average, 
64.2 years).

All experiments were performed with mycoplasma-
free cells. The human LUAD cell lines Α549 and H1299 
were purchased from the Cell Resource Center of the 
Chinese Academy of Sciences. Jurkat T cells were 
purchased from Shanghai Zhong Qiao Xin Zhou Bio-
technology Co., Ltd. LUAD cell lines, primary T cells 
and Jurkat T cells were grown in RIPM 1640 medium 
(HyClone) supplemented with 10% foetal bovine serum 
(Gibco) and 1% penicillin and streptomycin (Macgene). 
Cells were cultured in a humidified atmosphere of 5% 
CO2 at 37  °C. Human LUAD cell lines were treated 
with 1 µM nicotine (Sigma) for 16 h as described in our 
previous study [18]. Cycloheximide (CHX) was pur-
chased from Sigma–Aldrich. MG-132 was obtained 
from MedChemExpress. BMS-1(PD-1/PD-L1 inhibi-
tor 1) was purchased from Selleck. All human cell lines 
have been validated within the past three years using 
STR analysis.

Xenograft tumour model
The animal assays were approved by the Institutional 
Animal Care and Use Committee of Central Hospi-
tal Affiliated to Shandong First Medical University. 
Male C57BL/6 mice and BALB/c nude mice (18–22  g, 
4–6 weeks old) were purchased from Beijing Vital River 
Laboratory Animal Technology Co., Ltd and used for 
in vivo studies. Paraffin sections of BALB/c nude mice 
lung tumour xenografts were obtained from our labora-
tory [19].

In C57BL/6 mice, 5 ×  107 cells stably overexpress-
ing α5-nAChR (α5-nAChR-OE) or control cells (NC) 
suspended in 100 μL of medium were subcutaneously 
injected into the mice. Tumours were evaluated every 
2 days, and the volume was calculated by the following 
formula: length ×  width2/2. When the tumour volume 
reached approximately 50 to 70  mm3, 10 mg/kg BMS-1 
was administered via intraperitoneal injection every 
2 days in NC group (NC + BMS-1) and α5-nAChR-OE 
group (α5-nAChR-OE + BMS-1). Mice were sacrificed 
after 8 times treatment of the BMS-1, tumour tissues 
were collected for analyses.

Immunohistochemistry
Tissue sections  (4  µm thickness) were detected by 
immunohistochemical staining using the streptavi-
din peroxidase method. Paraffin sections were baked 
at 65  °C for 1.5 h, deparaffinized in xylene, rehydrated 
through graded ethanol, processed for antigen retrieval 
in citrate antigen retrieval solution (pH = 6.0) or 
EDTA buffer (pH = 9.0) for approximately 10 min, and 
quenched for endogenous peroxidase activity in 3% 
hydrogen peroxide for 10  min. Sections were blocked 
with normal serum at room temperature for 2  h. The 
samples on the slides were incubated at 4 °C overnight 
with a mouse monoclonal antibody against α5-nAChR 
(1:200, Proteintech, Cat. No. 66363-1-Ig), a mouse 
monoclonal antibody against PD-L1 (1:500, Protein-
tech, Cat. No. 66248-1-Ig), a rabbit monoclonal anti-
body against pSTAT3 (1:200, CST, Cat. No. 9145), a 
rabbit polyclonal antibody against Jab1 (1:500, Protein-
tech, Cat. No. 27511-1-AP), a rabbit monoclonal anti-
body against CD4 (1:1000, Abcam, Cat. No. ab183685), 
a rabbit monoclonal antibody against GB (1:3000, 
Abcam, Cat. No. ab255598). Tissue sections were incu-
bated with an enzyme‐enhanced goat anti‐mouse or 
rabbit IgG polymer for 20 min at room temperature.

The staining scores were evaluated independently by 
two investigators, who were blinded to the information 
on the microarrays. For IHC analysis, the grading was 
as follows: undyed was scored as 0, yellow was scored 
as 1, and brown was scored as 2. A percentage of posi-
tive tumour cells in the visual field < 1% was scored as 0, 
while 1–25% was scored as 1, 25–75% was scored as 2, 
and 75–100% was scored as 3.

Small interfering RNA transfection and lentiviral infection
The siRNAs for CHRNA5 and COPS5 and the negative 
control were obtained from RiboBio. A549 or H1299 
cells were plated in six-well plates. When cells reached 
60–70% confluence, the siRNAs were added to a final 
concentration of 15 nM with Lipofectamine 2000 (Inv-
itrogen) according to the manufacturer’s instructions. 
The sequences of small interfering RNA were as fol-
lows: si-CHRNA5 5′-GGT CCG CAA GAT ATT TCT T-3′,  
si-COPS5 5′-GTA CCA GAC TAT TCC ACT T-3′, the 
siRNA sequences of STAT3 as described previously [20].

Human CHRNA5 cDNA was subcloned into a 
pGV-puro lentiviral vector containing the puromycin 
resistance to establish stable  A549 cell line to induce 
α5-nAChR overexpression (marked as α5-nAChR-OE). 
The infected cells were selected by puromycin for at 
least 1 week.
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Western blotting
Cells were harvested, and proteins were extracted with 
RIPA lysis buffer and a Nuclear and Cytoplasmic Protein 
Extraction Kit (Beyotime, China). For Western blotting 
analysis, protein was separated on a 10% SDS–PAGE gel 
and transferred onto nitrocellulose membranes (0.45 μm, 
Millipore, USA), which were then incubated at 4 °C over-
night. The following antibodies were used: α5-nAChR 
(1:800, GeneTex, Cat. No. GTX55490), pSTAT3 (1:2000, 
CST, Cat. No. 9145), STAT3 (1:2000, CST, Cat. No. 4904), 
Jab1 (1:2000, Proteintech, Cat. No. 27511-1-AP), PD-L1 
(1:5000, Proteintech, Cat. No. 66248-1-Ig), Lamin B 
(1:2000, Proteintech, Cat. No. 12987-1-AP) and GAPDH 
(1:10,000, Proteintech, 10494-1-AP). Blots were then 
incubated in horseradish peroxide-conjugated anti-rabbit 
IgG antibody (1:10,000) and anti-mouse IgG antibody 
(1:10,000).

Chromatin immunoprecipitation (ChIP)
The chromatin immunoprecipitation assay was con-
ducted using  SimpleChIP@ Plus Kits Reagents (9004S, 
CST) following the manufacturer’s instructions. Briefly, 
cells were cultured to approximately 1 ×  107 and cross-
linked with 1% formaldehyde. Samples were then har-
vested, and chromatin was digested with micrococcal 
nuclease. DNA fragment length was breaked to be 150–
900 bp. Chromatin was immunoprecipitated with either 
control IgG or STAT3 (1:2000, CST, Cat. No. 4904) pri-
mary antibody. Precipitated DNA was amplified by real-
time PCR using primers targeting the PD-L1 or Jab1 
promoter that have been shown to interact directly with 
STAT3 [27, 28]. The primer sequences were as follows: 
PD-L1 forward 5′-GAC CTG GCT GCA CTA ATT GTC-
3′ and reverse 5′-CAT TTC CCA GGG AG AGC TGG -3′; 
Jab1 forward 5′-CCT CTC AACC AGC TTC CAG AAC 
G-3′ and reverse 5′-TGT GGA GGG CGG AAA GTG TT-3′. 
Nonimmunoprecipitated chromatin fragments were used 
as an input control.

Primary T cell coculture, flow cytometry and IFN‑γ 
production assay
Whole blood was obtained from healthy donors with 
informed consent and approved by the Ethics Committee 
of Central Hospital Affiliated to Shandong First Medical 
University (JNCH2021-77). Peripheral blood mononu-
clear cells (PBMCs) were purified using Human Lympho-
cyte Separation Medium (DAKEWE, China). Briefly, the 
whole blood diluted with PBS was spread on the separa-
tion solution. After centrifugation, the specific gravity of 
lymphocytes and monocytes were less than or equal to 
the specific gravity of the separation medium, floating on 
the surface of the separation medium. Mononuclear cells 
could be isolated from peripheral blood by absorbing 

cells on the surface of the separation fluid. PBMCs were 
stimulated with 2 μg/mL anti-CD3 (BioLegend, Cat. No. 
317326) and 2  μg/mL anti-CD28 (BioLegend, Cat. No. 
302934) in medium containing 200 U/mL human inter-
leukin-2 (IL-2, PeproTech, Cat. No. 200–02) for 3 days.

A total of 1 ×  105 A549 or H1299 cells were seeded in 
12-well plates. After the cells adhered and were trans-
fected with si-NC or si-CHRNA5, the supernatants 
were discarded. Primary T cells were added to A549 or 
H1299 cells at a ratio of 5:1 in 1 ml media. Afterwards, 
primary T cells were incubated with CD4 antibody (1:20, 
BioLegend, Cat. No. 317408) and CD25 antibody (1:20, 
BioLegend, Cat. No. 302610) for 30  min. Samples were 
then fixed and permeabilized with True-Nuclear™ Tran-
scription Factor Buffer Set (BioLegend, Cat. No. 424401) 
according to the manufacturer’s instructions. Samples 
were then incubated with FOXP3 antibody (1:20, BioLe-
gend, Cat. No. 320008) for 60 min and analyzed by flow 
cytometry. The supernatants were collected and exam-
ined by a Human IFN-γ Precoated ELISA kit (DAKEWE, 
China) according to the manufacturer’s directions.

Jurkat T cells cocultured with tumor cells and ELISA assay
Jurkat T cells were stimulated with 2  μg/mL anti-CD3 
(BioLegend, Cat. No. 317326) and 2  μg/mL anti-CD28 
(BioLegend, Cat. No. 302934) in medium containing 200 
U/mL human interleukin-2 (IL-2, PeproTech, Cat. No. 
200–02) for 3 days. A total of 1 ×  105 A549 or H1299 cells 
were seeded in 12-well plates. After the cells adhered and 
were transfected with si-NC or si-CHRNA5, the super-
natants were discarded. Jurkat T cells were added to 
A549 or H1299 cells at a ratio of 5:1 in 1 ml media. The 
supernatants were collected after 24 h and examined by 
a Human IL-2 Precoated ELISA kit (DAKEWE, China) 
according to the manufacturer’s instructions.

T cell‑mediated tumour cell killing assay
We cocultured tumour cells with activated primary 
human T cells to analyze the killing of tumour cells by T 
cells and determined the killing by CCK-8 assay or crystal 
violet staining. Briefly, A549 and H1299 cells were cocul-
tured with activated T cells for 24 h. CCK-8 solution (10 
μL) was added to each well and incubated for 2.5 h. Cell 
viability was analyzed by a microplate reader at 450 nm.

For crystal violet staining, after coculture of tumour 
cells and T cells in 12-well plates for 7 days, each well was 
washed with PBS twice to remove T cells, and the surviv-
ing tumour cells were fixed and stained with crystal violet 
solution.

Confocal immunofluorescence (IF) assay
IF assays were performed in both cancer cells and tumour 
xenograft paraffin sections. Cells were fixed with 4% 
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paraformaldehyde for 15  min, permeabilized with 0.3% 
Triton X-100 for 3 min and then blocked with 10% goat 
serum for 30 min. Primary antibodies against Jab1 (1:200, 
Proteintech, Cat. No. 27511-1-AP), PD-L1 (1:300, Pro-
teintech, Cat. No. 66248-1-Ig) were diluted in PBS and 
incubated at 4  °C overnight. Goat anti-rabbit Alexa 488 
and anti-mouse Alexa 594 were used as secondary anti-
bodies. The nuclear was stained with DAPI.

For tumour tissues, samples were soaked in dimethyl 
benzene for 15  min twice and then washed with ethyl 
alcohol according to a concentration gradient. Antigen 
retrieval was conducted with citrate antigen retrieval 
solution (pH = 6.0), and samples were blocked with 
10% goat serum. Primary antibodies against granzyme 
B (1:200, Abcam, Cat. No. ab255598) were added to the 
samples and incubated at 4 ℃ overnight. Goat anti-rabbit 
Alexa 488 was used as the secondary antibody for 50 min 
at room temperature. The nuclear was stained with DAPI. 
Images were collected by confocal microscope.

Statistical analysis
All data were analyzed and graphed using SPSS v23.0 
or GraphPad Prism 7.0. The experimental data are pre-
sented as the means ± SD. A two group comparison was 
analyzed by Student’s t-test, and multiple group compari-
son was analyzed by one-way ANOVA + two-side Dun-
nett test or one-way ANOVA + two-side Tukey test. The 
survival analysis was performed by Kaplan–Meier Curve. 
The correlation between α5-nAChR and PD-L1 proteins 
in LUAD was determined by Pearson chi-square. P < 0.05 
was considered statistically significant.

Results
CHRNA5 and CD274 expression correlates with smoking 
status and poor prognosis in lung adenocarcinoma 
from datasets
The survival analysis using the TCGA lung cancer subset 
from Kaplan–Meier plotter showed that high CHRNΑ5 or 
CD274 expression correlated with poor prognosis, espe-
cially in lung adenocarcinoma, but not in lung squamous 
cell carcinoma (LUSC) (Fig.  1A, B). To further test the 
prognostic value of high coexpression of CHRNA5 and 
CD274 in LUAD, we downloaded α5-nAChR and PD-L1 
gene expression data from the cancer genomic browser 
of UCSC Xena. The survival time was lower for patients 
with high CHRNA5 and CD274 coexpression than 
for those with high expression of CHRNA5 or CD274 
alone or with low coexpression (Fig. 1C, left panel). We 
also analyzed Kaplan–Meier survival for CHRNA5 and 
CD274 in stage 1 and stage 2–4 LUAD patients. The 
results showed that high CHRNA5 and CD274 coex-
pression was associated with shorter OS in early-stage 
patients (Fig. 1C, middle panel). Similar results were seen 

among stage 2–4 LUAD patients (Fig.  1C, right panel). 
High expression of both CHRNA5 and CD274 could be 
used as a negative index for survival in primary LUAD. 
CHRNΑ5 and CD274 expression levels were higher in 
LUAD smokers than in nonsmokers using the UALCAN 
online database (Fig.  1D). To date, there was no direct 
correlation between CHRNA5 and CD274 in LUAD, 
while CHRNΑ5 and STAT3 expression were positively 
correlated. Likewise, there was a positive correlation 
between STAT3 and CD274 from the R2 online data-
base (Fig. 1E). These results suggested that CHRNA5 and 
CD274 may be correlated via STAT3 signalling in LUAD.

Expression of α5‑nAChR correlates with PD‑L1 expression 
and smoking status in lung adenocarcinoma specimens
α5-nAChR and PD-L1 expression was examined via 
immunohistochemistry in tissue microarrays contain-
ing 55 LUAD and 53 paracarcinoma tissue samples. The 
results demonstrated that α5-nAChR and PD-L1 protein 
levels in LUAD tissues (63.7%, 33/55; 67.3%, 37/55) were 
significantly higher than those in adjacent noncancerous 
tissues (Fig. 2A). The expression of α5-nAChR and PD-L1 
in smoking samples was higher than that in nonsmoker 
samples. α5-nAChR expression was positively correlated 
with PD-L1 expression in LUAD patients (Fig. 2B). Addi-
tionally, the expression of α5-nAChR and PD-L1 was cor-
related with smoking status (Table 1).

α5‑nAChR regulates pSTAT3, Jab1 and PD‑L1 expression 
in LUAD cells
To further understand the relationship between 
α5-nAChR and PD-L1 in LUAD cells, we performed 
western blotting to assess pSTAT3, Jab1 and PD-L1 
protein levels in α5-nAChR-knockdown and nicotine-
treated cells. The results showed that the protein lev-
els of pSTAT3, Jab1 and PD-L1 were downregulated in 
the CHRNA5-siRNA-expressing A549 and H1299 cells 
compared to the scrambled siRNA expressing A549 and 
H1299 cells (Fig.  3A, B). On the other hand, substan-
tially, the protein levels of pSTAT3, Jab1 and PD-L1 were 
upregulated in A549 and H1299 cells (Fig. 3C, D) treated 
with 1 μM nicotine for 16 h. These results are consistent 
with those of our former study showing that α5-nAChR/
STAT3/Jab1 signalling contributed to lung carcinogen-
esis [26] and suggested that α5-nAChR mediates PD-L1 
expression in NSCLC cells.

α5‑nAChR mediates PD‑L1 expression via STAT3 binding 
to PD‑L1 or Jab1 promoter in NSCLC cells
We further confirmed that α5-nAChR could regulate 
the translocation of pSTAT3 into the nucleus for PD-L1 
or Jab1 expression. Notably, nuclear pSTAT3 was lower 
in cells expressing si-CHRNA5 than in those expressing 
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Fig. 1 CHRNA5 and CD274 expression is correlated in the lung cancer dataset. A CHRNA5 expression correlated with poor prognosis, especially in 
LUAD. Lung cancer, n = 1925. LUSC, n = 524. LUAD, n = 719. B CD274 expression correlated with poor prognosis, especially in LUAD. Lung cancer, 
n = 1144. LUSC, n = 271. LUAD, n = 672. C The coexpression of CHRNA5 and CD274 and clinical outcomes in LUAD. LUAD, n = 365. LUAD Stage 1, 
n = 192. LUAD Stage 2–4, n = 164. D Expression of CHRNA5 and CD274 in LUAD smokers and non-smokers. Smokers, n = 118. Non-smoker, n = 75. E 
Correlation among the expression of CHRNΑ5, STAT3 and CD274 in LUAD
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Fig. 2 α5-nAChR and PD-L1 expression in LUAD tissue microarray. A α5-nAChR and PD-L1 expression in LUAD carcinoma and paracarcinoma of 
nonsmokers and smokers. Scare bar, 100 μm. B Correlation between α5-nAChR and PD-L1 expression in 55 adenocarcinoma specimens

Table 1 Correlations of α5-nAChR and PD-L1 expression with clinical parameters in lung adenocarcinoma specimens

Clinical pathology Case (n = 55) α5‑nAChR P PD‑L1 P

Positive Negative Positive Negative

Sex

 Male 30 18 12 0.539 22 8 0.294

 Female 25 17 8 15 10

Age (years)

  ≤ 60 19 11 8 0.520 10 9 0.093

  > 60 36 24 12 27 9

Smoking history

 No 30 15 15 0.021 16 14 0.017

 Yes 25 20 5 21 4
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si-NC (Fig.  4A, B). Recent findings have mentioned 
that fragments of the PD-L1 or Jab1 core promoter are 
enriched with consensus binding sites for STAT3, which 
are known to regulate PD-L1 or Jab1 expression tran-
scriptionally [27, 28]. We performed a ChIP assay with an 
anti-STAT3 rabbit polyclonal antibody and primer pairs 
specific for the PD-L1 gene promoter in the si-CHRNA5 
or si-NC group of A549 cells. The results showed that 
the PD-L1 level was decreased by STAT3 binding to the 
PD-L1 promoter in the si-CHRNA5 group compared 
to the si-NC group (Fig.  4C). Meanwhile, to investigate 
whether α5-nAChR influenced PD-L1 expression via 
STAT3-Jab1 signalling in NSCLC, we performed a ChIP 
assay to identify STAT3 binding to the Jab1 promotor. 
Knockdown of α5-nAChR significantly decreased the 
amount of STAT3 binding to the Jab1 promoter in A549 
cells (Fig.  4D). Moreover, the protein levels of PD-L1 
and Jab1 were downregulated in A549 and H1299 cells 
expressing STAT3-siRNA compared to those expressing 
scrambled siRNA (Fig.  4E, F). These results suggested 
that α5-nAChR mediates PD-L1 expression via STAT3 
binding to the PD-L1 or Jab1 promoter in NSCLC cells.

Jab1 stabilizes PD‑L1 expression in NSCLC cells
Studies has shown that Jab1 mediates  PD-L1  stabiliza-
tion  via the ubiquitination and degradation  of  PD-L1 
[24, 29, 30]. To verify whether Jab1 affects the stability of 

PD-L1 in NSCLC cells, we used CHX as a protein syn-
thesis inhibitor to inhibit the production of protein, and 
subsequently detected PD-L1 expression at diverse time 
points. PD-L1 was rapidly degraded in Jab1-siRNA A549 
cells (Fig. 5A). Furthermore, Jab1-mediated downregula-
tion of PD-L1 was inhibited by MG132, a 26S proteasome 
inhibitor, in A549 cells (Fig.  5B). These data indicated 
that Jab1 stabilizes PD-L1 expression, which was sup-
ported by colocalization of Jab1 and PD-L1 in A549 cells 
via double immunofluorescence staining (Fig.  5C). Our 
results suggested that α5-nAChR upregulates STAT3 or 
STAT3-Jab1 to stabilize PD-L1, thereby enhancing its 
interaction with PD-1 to escape T cell immune surveil-
lance (Fig. 5D).

α5‑nAChR expression mediated an immunosuppressive 
effect in the cocultured system
To investigate whether the mechanism of α5-nAChR 
expression mediates T cell activity, we performed gene 
set enrichment analysis (GSEA) of TCGA data. Com-
pared with the CHRNA5 low expression group, the lead-
ing enriched signatures in the CHRNA5 high expression 
group were positively correlated with Tregs (Fig.  6A). 
After primary T cells and Jurkat T cells were cocultured 
with A549 or H1299 LUAD cells, we evaluated the rela-
tive frequencies of  CD4+CD25+FOXP3+ Tregs and the 
concentration of IFN-γ and IL-2. The frequencies of 

Fig. 3 α5-nAChR mediates pSTAT3, Jab1 and PD-L1 expression in vitro. A, B Silencing α5-nAChR downregulated pSTAT3, Jab1 and PD-L1 expression 
in A549 cells and H1299 cells. C, D Nicotine promoted α5-nAChR, pSTAT3, Jab1 and PD-L1 expression in A549 cells and H1299 cells. Data are 
presented as the mean ± SEM of three independent experiments. **P < 0.01, ns not significantly different
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 CD4+CD25+FOXP3+ Tregs were significantly decreased 
in the si-CHRNA5 group compared to the si-NC group 
(Fig.  6B, C). Moreover, ELISA results showed that the 
secretion of IFN-γ and IL-2 were increased in the si-
CHRNA5 group compared to the si-NC group (Fig. 6D, 
E).

To confirm the role of α5-nAChR-mediated suppres-
sion of cytotoxic T-cell activity, A549 and H1299 cells 

were cocultured with activated T cells. CCK8 and crys-
tal violet staining assays showed that cell proliferation 
obviously decreased in the si-CHRNA5 group compared 
to the si-NC group in A549 and H1299 cells (Fig.  6F, 
G), which suggested that T cell-mediated killing was 
increased after silencing α5-nAChR. Collectively, these 
data indicated that α5-nAChR inhibits cytotoxic T-cell 
activity by regulating PD-L1 expression in vitro.

Fig. 4 α5-nAChR mediates PD-L1 expression via STAT3 binding to the PD-L1 or Jab1 promoter in LUAD cells. A, B pSTAT3 expression in the whole, 
nuclear, and cytoplasmic lysates of A549 cells and H1299 cells. C, D STAT3 bound to the PD-L1 and Jab1 promoter in A549 cells. E, F Silencing 
STAT3 downregulated PD-L1 and Jab1 expression in Α549 cells and H1299 cells. Data are presented as the mean ± SEM of three independent 
experiments. *P < 0.05, **P < 0.01, ns not significantly different



Page 10 of 17Zhu et al. Cell Communication and Signaling          (2022) 20:121 

Fig. 5 Jab1 stabilizes PD-L1 expression in LUAD cells. A PD-L1 expression in the si-NC or si-COPS5 groups treated with 50 μg/ml CHX. B PD-L1 
expression in the si-NC or si-COPS5 groups treated with 10 μM MG-132 for 24 h. C Immunofluorescence staining of PD-L1 (green) and Jab1 (red). 
Scale bar, 100 μm. D The STAT3 binding site of the human Jab1 and PD-L1 promoter. Data are presented as the mean ± SEM of three independent 
experiments. **P < 0.01
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α5‑nAChR expression was related to PD‑L1, Jab1, pSTAT3 
and GB expression in LUAD xenografts tissues of BALB/c 
nude mice
As α5-nAChR expression was observed to be associated 
with PD-L1, Jab1, pSTAT3 expression in vitro, we further 
assessed α5-nAChR, PD-L1, Jab1, pSTAT3 expression in 
LUAD xenograft tissues. The expression of α5-nAChR 
(Fig. 7A), PD-L1 (Fig. 7B), Jab1 (Fig. 7C), pSTAT3 (Fig. 7D) 
was higher in the NC group than in the KD group. In addi-
tion, in nicotine-treated xenograft tissues, α5-nAChR, 
PD-L1, Jab1, pSTAT3 expression was higher than that in 
the NC group tissues. This result was also verified in the 
KD group and the nicotine-treated KD group. These results 
suggest that α5-nAChR is positively associated with PD-L1, 
Jab1, pSTAT3 expression in LUAD xenograft tissues.

Previous studies have shown that  CD8+ T cells and NK 
cells can recognize and remove tumour cells by secreting 
granzyme B [31]. Therefore, we detected the expression of 
granzyme B in LUAD tumour xenografts by IF assay. The 
results showed that α5-nAChR knockdown promoted 
granzyme B secretion in tumour tissues. Granzyme B was 
lower in nicotine-treated xenograft tissues than in the NC 
group tissues. Meanwhile, granzyme B was higher in the 
KD group than in the nicotine‐treated KD group (Fig. 8A, 
B). We further demonstrated that there was a negative cor-
relation between CHRNA5 and GZMB from the R2 online 
database (Fig. 8C). This result suggested that CHRNA5 and 
GZMB may be correlated in LUAD.

α5‑nAChR mediated T cell activity via PD‑L1 in C57BL/6 
mice model
To further verify the regulation of α5-nAChR/PD-L1 sig-
nalling on lung cancer growth and immune escape, we 
implanted the human A549 cell lines into C57BL/6 mice. 
We established the A549 cell lines with stable α5-nAChR 
overexpression (Fig. 9A). The results in vivo showed that 
overexpression of α5-nAChR significantly promoted 
tumor growth, whereas this effect was reduced after 
BMS-1 treatment (Fig.  9B). Moreover, the immunohis-
tochemical analysis of tumor tissues similarly revealed 
that α5-nAChR overexpression mediated the expression 
of PD-L1, CD4 and GB expression (Fig.  9C). These data 
confirmed that α5-nAChR-mediated tumor growth and 
immune escape was realized through the PD-L1 signalling 
in lung cancer.

Discussion
Tobacco smoking remains the leading preventable risk factor 
for cancer, yet it accounts for more than 30% of total cancer 
deaths and over 80% of lung cancer cases [32]. Increasing 
evidence indicates that nicotine is one of the harshest sub-
stances in tobacco smoke, contributes to carcinogenesis in 
various cancer types, affects cancer progression and results 
in a poor prognosis in patients. Nicotine binds to nAChRs 
and induces various downstream signalling pathways 
involved in cancer promotion, progression, and malignancy 
[33]. Investigators have demonstrated that overexpression 
of α7-nAChR induces cholangiocarcinoma progression by 
blocking apoptosis and promoting the EMT process [34]. 
Parasympathetic nerves may promote the progression of 
CRC through α9-nAChR [35]. A common polymorphism, 
rs16969968, encoded in the α5 nicotinic acetylcholine recep-
tor subunit gene, is a well-recognized marker for smoking 
risk [36, 37]. Our previous study demonstrated that nicotine 
interacts with α5-nAChR, activating the JAK2/STAT3 and 
Jab1 signalling pathways and contributing to lung carcino-
genesis [19, 20, 26, 38]. These data indicate that α5-nAChR 
plays an important role in lung carcinogenesis.

The introduction of the immune checkpoint inhibitors 
(ICIs) in clinical practice radically changed the treatment 
algorithm of lung cancers [39]. Anti-PD-1 agents are now 
standard in the treatment of advanced NSCLC, either as 
monotherapy in those with PD-L1 tumour expression or 
in combination with chemotherapy in all patients [40]. 
Inhibition of PD-1 and PD-L1 interactions can lead to 
restored T-cell function and antitumour activity. A previ-
ous study demonstrated that an increased smoking history 
is an important factor in predicting the response to ICIs in 
patients with advanced NSCLC [41]. Cigarette smoking is 
generally associated with T-cell exhaustion, and upregula-
tion of PD-L1 leads to immune evasion [42, 43]. The ben-
efits of being a smoker hint at the existence of PD-1/PD-L1 
sensitizers for patients on single-agent immunotherapy 
[44]. The above results suggest the possibility that nico-
tine may induce a mechanism that drives the expression of 
PD-L1 in NSCLC cells via α5-nAChR.

The transcription factor STAT3 plays a key role in the 
regulation of PD-L1 expression in various cancer types 
[45]. In non-Hodgkin lymphoma, STAT3 binds to the 
PD-L1 gene promoter, which upregulates PD-L1 expression 
in  vitro and in  vivo [46]. Dandelion extract inhibited the 

(See figure on next page.)
Fig. 6 α5-nAChR mediates T cell activity in the coculture system. A CHRNA5 expression was positively correlated with Tregs. B, C Tregs in T 
lymphocytes cocultured with A549 and H1299 cells. D, E IFN-γ and IL-2 levels in the coculture supernatant. F T cell-mediated cell killing by CCK-8 
assay. G T cell-regulated tumour cell killing by crystal violet staining. Data are presented as the mean ± SEM of three independent experiments. 
*P < 0.05, **P < 0.01
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Fig. 6 (See legend on previous page.)
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proliferation, migration and invasion of TNBC cells in the 
TAM microenvironment by suppressing the IL-10/STAT3/
PD-L1 immunosuppressive signalling pathway [47]. Shi-
konin inhibited immune evasion in PC by inhibiting PD-L1 
glycosylation and activating the NF-κB/STAT3 and NF-κB/
Jab1 signalling pathways [25]. Jab1 is a key regulatory fac-
tor involved in various tumorigenesis-associated signalling 
pathways and is a potential target for smoking-induced 
lung cancer [22]. Moreover, Jab1 is required for PD-L1 sta-
bilization in cancer cells and promotes tumour progression 
and migration [27]. In our previous study, α5-nAChR medi-
ated LUAD cells EMT, migration and invasion via STAT3/
Jab1 in LUAD [26]. In this study, the results showed that 
the expression of α5-nAChR was correlated with PD-L1 

expression, smoking status and lower survival of NSCLC 
in  vivo. PD-L1 levels were decreased by STAT3 binding 
to the PD-L1 or Jab1 promoter in the si-CHRNA5 group 
compared to the si-NC group. Moreover, Tregs and cyto-
toxic T  cells activities  were mediated in the si-CHRNA5 
group compared to the si-NC group by cocultured assay. 
These results suggest that the α5-nAChR-STAT3-Jab1 axis 
mediates immune escape by regulating PD-L1 expression 
in lung cancer.

Conclusions
In conclusion, α5-nAChR expression is positively asso-
ciated with PD-L1. These findings provide new insights 
into the possible molecular mechanisms of α5-nAChR 

Fig. 7 α5-nAChR, PD-L1, Jab1 and pSTAT3 expression in LUAD tumour xenograft tissues of nude mice. A α5-nAChR expression in NC, NC + nicotine, 
KD and KD + nicotine groups. B PD-L1 expression in NC, NC + nicotine, KD and KD + nicotine groups. C Jab1 expression in NC, NC + nicotine, KD 
and KD + nicotine groups. D pSTAT3 expression in NC, NC + nicotine, KD and KD + nicotine groups. Scare bar, 100 μm. Data are presented as the 
mean ± SEM of three independent experiments. *P < 0.05, **P < 0.01
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underlying PD-L1-mediated immune escape in lung 
cancer. Acetylcholine and its analogue bind and inter-
act with α5-nAChR on the cell surface and activate 
STAT3/PD-L1 or STAT3/Jab1-PD-L1 signalling, which 
subsequently mediates immune cell activity in lung 
carcinogenesis (Fig. 10). To the best of our knowledge, 

this is the first study to demonstrate that α5-nAChR 
is involved in immune escape via STAT3/PD-L1 or 
STAT3/Jab1-PD-L1 signalling in lung cancer, which 
may be useful as a potential target for NSCLC diagnosis 
and immunotherapy in the future.

Fig. 8 Knockdown of α5-nAChR promotes granzyme B secretion in LUAD tumour xenografts. A Granzyme B in mouse tumour tissues of each 
group. Scare bar, 100 μm. B The relative density of GB. C Correlation between the expression of CHRNΑ5 and GZMB. Data are presented as the 
mean ± SEM of three independent experiments. **P < 0.01
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Fig. 9 α5-nAChR promotes tumour growth and immune escape by upregulating PD-L1 in C57BL/6 mice model. A Stable α5-nAChR overexpression 
upregulated PD-L1 expression. B The morphology of tumour xenografts from each mouse was photographed. C The expression level of PD-L1, 
CD4 and GB within tumour xenografts in each group of C57BL/6 mice, N = 5 mice/group. Scare bar, 100 μm. *P < 0.05, **P < 0.01, ***P < 0.001, 
****P < 0.0001



Page 16 of 17Zhu et al. Cell Communication and Signaling          (2022) 20:121 

Abbreviations
NSCLC: Non-small-cell lung cancer; PD-L1: Programmed cell death ligand-1; 
GWAS: Genome-wide association studies; α5-nAChR: Alpha5-nicotinic acetyl-
choline receptor; EMT: Epithelial-mesenchymal transition; Tregs: Regulatory 
T cells; pSTAT3: Phosphorylated STAT3; NK: Natural killer cell; EGFR: Epidermal 
growth factor receptor; ALK: Anaplastic lymphoma kinase; PD-1: Programmed 
cell death protein 1; OS: Overall survival; PBMCs: Peripheral blood mononu-
clear cells.

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12964- 022- 00934-z.

Acknowledgements
Not applicable.

Author contributions
PZ and XM wrote the first draft of the manuscript. PZ and XM contributed to 
the conception and design of the research. PZ, ZJ, GK, YJ, DL, QZ, FG, YJ, YJ, 
JL, HS and XM contributed to the experiment and interpretation of the data. 
XM revised the paper. All authors read and approved the final version of the 
manuscript.

Funding
This work was supported by grants from the Natural Science Foundation of 
Shandong Province [ZR2021MH322 and ZR2018MH021]; National Natural Sci-
ence Foundation of China [32170496 and 31970728]; and Academic Promo-
tion Program of Shandong First Medical University [2019QL024].

Availability of data and materials
The authors confirm the data that has been used in this work is available on 
reasonable request.

Declarations

Ethics approval and consent to participate
All mice experimental procedures were performed in accordance with the 
Guide for the Care and Use of Laboratory Animals published by the US 
National Institutes of Health (NIH Publication, 8th Edition, 2011) and approved 
by the Ethics Committee of Central Hospital Affiliated to Shandong First Medi-
cal University (JNCH2021-77).

Consent for publication
The authors agree with the paper’s content.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Research Center of Basic Medicine, Central Hospital Affiliated to Shandong 
First Medical University, Jinan, China. 2 Department of Medical Laboratory, 
Weifang Medical University, Weifang, China. 3 Research Center of Basic Medi-
cine, Jinan Central Hospital, Shandong University, Jinan, China. 4 College of Life 
Science, Shandong Normal University, Jinan, China. 

Received: 12 January 2022   Accepted: 8 July 2022

References
 1. Siegel RL, Miller KD, Jemal A. Cancer statistics, 2020. CA Cancer J Clin. 

2020;70:7–30.
 2. Planchard DJTNEjom. EGFR adjuvant osimertinib in -mutated non-small-

cell lung cancer. 2020;383:1780–82.
 3. Camidge D, Kim H, Ahn M, Yang J, Han J, Hochmair M, Lee K, Del-

monte A, García Campelo M, Kim D, et al. Brigatinib versus crizotinib in 
advanced ALK inhibitor-naive ALK-positive non-small cell lung cancer: 
second interim analysis of the phase III ALTA-1L trial. J Clin Oncol. 
2020;38:3592–3603.

 4. Salmaninejad A, Valilou SF, Shabgah AG, Aslani S, Alimardani M, Pasdar 
A, Sahebkar A. PD-1/PD-L1 pathway: basic biology and role in cancer 
immunotherapy. J Cell Physiol. 2019;234:16824–37.

 5. LaFleur MW, Muroyama Y, Drake CG, Sharpe AH. Inhibitors of the PD-1 
pathway in tumor therapy. J Immunol. 2018;200:375–83.

 6. Chamoto K, Al-Habsi M, Honjo T. Role of PD-1 in Immunity and Dis-
eases. Curr Top Microbiol Immunol. 2017;410:75–97.

 7. Yi M, Niu M, Xu L, Luo S, Wu K. Regulation of PD-L1 expression in the 
tumor microenvironment. J Hematol Oncol. 2021;14:10.

 8. Matsubara T, Seto T, Takamori S, Fujishita T, Toyozawa R, Ito K, Yama-
guchi M, Okamoto T. Anti-PD-1 monotherapy for advanced NSCLC 
patients with older age or those with poor performance status. Onco 
Targets Ther. 2021;14:1961–68.

Fig. 10 Proposed signalling cascades of α5-nAChR and PD-L1 involves in immune escape in lung cancer. Nicotine binds and interacts with 
α5-nAChR on the cell surface, activates STAT3/PD-L1 or STAT3/Jab1-PD-L1 signalling, thereby α5-nAChR/PD-L1 axis mediated immune cells activity 
in lung carcinogenesis

https://doi.org/10.1186/s12964-022-00934-z
https://doi.org/10.1186/s12964-022-00934-z


Page 17 of 17Zhu et al. Cell Communication and Signaling          (2022) 20:121  

 9. Li JJN, Karim K, Sung M, Le LW, Lau SCM, Sacher A, Leighl NB. Tobacco 
exposure and immunotherapy response in PD-L1 positive lung cancer 
patients. Lung Cancer. 2020;150:159–63.

 10. Li B, Huang X, Fu L. Impact of smoking on efficacy of PD-1/PD-L1 inhibi-
tors in non-small cell lung cancer patients: a meta-analysis. Onco Targets 
Ther. 2018;11:3691–6.

 11. Picciotto MR, Kenny PJ. Mechanisms of nicotine addiction. Cold Spring 
Harb Perspect Med. 2021;11:a039610.

 12. Niu XM, Lu S. Acetylcholine receptor pathway in lung cancer: new twists 
to an old story. World J Clin Oncol. 2014;5:667–76.

 13. Bagdas D, Alkhlaif Y, Jackson A, Carroll F, Ditre J, Damaj MI. New insights 
on the effects of varenicline on nicotine reward, withdrawal and hyperal-
gesia in mice. Neuropharmacology. 2018;138:72–9.

 14. Koukouli F, Rooy M, Tziotis D, Sailor K, O’Neill H, Levenga J, Witte M, Nilges 
M, Changeux J, Hoeffer C, et al. Nicotine reverses hypofrontality in animal 
models of addiction and schizophrenia. Nat Med. 2017;23:347–54.

 15. Wang M, Hsu Y, Liu C, Kuo Y, Chen Y, Yeh Y, Ho H, Wu Y, Chou T, Wu C. Low-
dose nicotine activates EGFR signaling via α5-nAChR and promotes lung 
adenocarcinoma progression. Int J Mol Sci. 2020;21:6829.

 16. Hung R, McKay J, Gaborieau V, Boffetta P, Hashibe M, Zaridze D, Mukeria A, 
Szeszenia-Dabrowska N, Lissowska J, Rudnai P, et al. A susceptibility locus 
for lung cancer maps to nicotinic acetylcholine receptor subunit genes 
on 15q25. Nature. 2008;452:633–37.

 17. Falvella F, Galvan A, Colombo F, Frullanti E, Pastorino U, Dragani TA. Pro-
moter polymorphisms and transcript levels of nicotinic receptor CHRNA5. 
J Natl Cancer Inst. 2010;102:1366–70.

 18. Ma X, Jia Y, Zu S, Li R, Jia Y, Zhao Y, Xiao D, Dang N, Wang Y. α5 Nicotinic 
acetylcholine receptor mediates nicotine-induced HIF-1α and VEGF 
expression in non-small cell lung cancer. Toxicol Appl Pharmacol. 
2014;278:172–9.

 19. Sun HJ, Jia YF, Ma XL. Alpha5 nicotinic acetylcholine receptor contributes 
to nicotine-induced lung cancer development and progression. Front 
Pharmacol. 2017;8:573.

 20. Zhang Y, Jia Y, Li P, Li H, Xiao D, Wang Y, Ma X. Reciprocal activation of 
alpha5-nAChR and STAT3 in nicotine-induced human lung cancer cell 
proliferation. J Genet Genom. 2017;44:355–62.

 21. Guo H, Jing L, Cheng Y, Atsaves V, Lv Y, Wu T, Su R, Zhang Y, Zhang R, Liu 
W, et al. Down-regulation of the cyclin-dependent kinase inhibitor p57 is 
mediated by Jab1/Csn5 in hepatocarcinogenesis. Hepatology (Baltimore, 
MD). 2016;63:898–913.

 22. El-Aarag SA, Mahmoud A, Hashem MH, Abd Elkader H, Hemeida AE, 
ElHefnawi M. In silico identification of potential key regulatory factors in 
smoking-induced lung cancer. BMC Med Genomics. 2017;10:40.

 23. Liu G, Claret FX, Zhou F, Pan Y. Jab1/COPS5 as a novel biomarker for 
diagnosis, prognosis, therapy prediction and therapeutic tools for human 
cancer. Front Pharmacol. 2018;9:135.

 24. Lim SO, Li CW, Xia W, Cha JH, Chan LC, Wu Y, Chang SS, Lin WC, Hsu JM, 
Hsu YH, et al. Deubiquitination and stabilization of PD-L1 by CSN5. Can-
cer Cell. 2016;30:925–39.

 25. Ruan Z, Liang M, Shang L, Lai M, Deng X, Su X. Shikonin-mediated 
PD-L1 degradation suppresses immune evasion in pancreatic cancer by 
inhibiting NF-kappaB/STAT3 and NF-kappaB/CSN5 signaling pathways. 
Pancreatology. 2021;21:630–41.

 26. Chen X, Jia Y, Zhang Y, Zhou D, Sun H, Ma X. alpha5-nAChR contributes 
to epithelial–mesenchymal transition and metastasis by regulating Jab1/
Csn5 signalling in lung cancer. J Cell Mol Med. 2020;24:2497–506.

 27. Liu C, Yao Z, Wang J, Zhang W, Yang Y, Zhang Y, Qu X, Zhu Y, Zou J, Peng S, 
et al. Macrophage-derived CCL5 facilitates immune escape of colorectal 
cancer cells via the p65/STAT3-CSN5-PD-L1 pathway. Cell Death Differ. 
2020;27:1765–81.

 28. Nguyen HD, Liao Y-C, Ho Y-S, Chen L-C, Chang H-W, Cheng T-C, Liu D, Lee 
W-R, Shen S-C, Wu C-H, Tu S-H. The α9 nicotinic acetylcholine receptor 
mediates nicotine-induced PD-L1 expression and regulates melanoma 
cell proliferation and migration. Cancers (Basel). 2019;11:1991.

 29. Ma Y, Xia P, Wang Z, Xu J, Zhang L, Jiang Y. PDIA6 promotes pancreatic 
cancer progression and immune escape through CSN5-mediated deu-
biquitination of beta-catenin and PD-L1. Neoplasia. 2021;23:912–28.

 30. Wang Y, Sun Q, Mu N, Sun X, Wang Y, Fan S, Su L, Liu X. The deubiquitinase 
USP22 regulates PD-L1 degradation in human cancer cells. Cell Commun 
Signal. 2020;18:112.

 31. Xue Y, Gao S, Gou J, Yin T, He H, Wang Y, Zhang Y, Tang X, Wu R. Platinum-
based chemotherapy in combination with PD-1/PD-L1 inhibitors: pre-
clinical and clinical studies and mechanism of action. Expert Opin Drug 
Deliv. 2021;18:187–203.

 32. Fahey MC, Bursac Z, Ebbert JO, Klesges RC, Little MA. Prevalence and 
correlates of dual tobacco use in cancer survivors. Cancer Causes Control. 
2019;30:217–23.

 33. Grando SA. Connections of nicotine to cancer. Nat Rev Cancer. 
2014;14:419–29.

 34. Chen S, Kang X, Liu G, Zhang B, Hu X, Feng Y. α7-Nicotinic acetylcholine 
receptor promotes cholangiocarcinoma progression and epithelial-
mesenchymal transition Process. Dig Dis Sci. 2019;64:2843–53.

 35. Zhou H, Shi B, Jia Y, Qiu G, Yang W, Li J, Zhao Z, Lv J, Zhang Y, Li Z. Expres-
sion and significance of autonomic nerves and α9 nicotinic acetylcholine 
receptor in colorectal cancer. Mol Med Rep. 2018;17:8423–31.

 36. DeVito EE, Jensen KP, O’Malley SS, Gueorguieva R, Krishnan-Sarin S, Valen-
tine G, Jatlow PI, Sofuoglu M. Modulation of “protective” nicotine percep-
tion and use profile by flavorants: preliminary findings in E-CIGARETTES. 
Nicotine Tob Res. 2020;22:771–81.

 37. Wen L, Jiang K, Yuan W, Cui W, Li MD. Contribution of variants in CHRNA5/
A3/B4 gene cluster on chromosome 15 to tobacco smoking: from 
genetic association to mechanism. Mol Neurobiol. 2016;53:472–84.

 38. Sun H, Ma X. α5-nAChR modulates nicotine-induced cell migration and 
invasion in A549 lung cancer cells. Exp Toxicol Pathol. 2015;67:477–82.

 39. Salas-Benito D, Pérez-Gracia JL, Ponz-Sarvisé M, Rodriguez-Ruiz ME, 
Martínez-Forero I, Castañón E, López-Picazo JM, Sanmamed MF, Melero I. 
Paradigms on immunotherapy combinations with chemotherapy. Cancer 
Discov. 2021;11:1353-67.

 40. Facchinetti F, Di Maio M, Tiseo M. Adding PD-1/PD-L1 inhibitors to 
chemotherapy for the first-line treatment of extensive stage small cell 
lung cancer (SCLC): a meta-analysis of randomized trials. Cancers (Basel). 
2020;12:2645.

 41. Li JJN, Karim K, Sung M, Le LW, Lau SCM, Sacher A, Leighl NB. Tobacco 
exposure and immunotherapy response in PD-L1 positive lung cancer 
patients. Lung Cancer (Amsterdam, Netherlands). 2020;150:159–63.

 42. Norum J, Nieder C. Tobacco smoking and cessation and PD-L1 inhibitors 
in non-small cell lung cancer (NSCLC): a review of the literature. ESMO 
Open. 2018;3:e000406.

 43. Cao L, Wang X, Li S, Zhi Q, Wang Y, Wang L, Li K, Jiang R. PD-L1 is a prog-
nostic biomarker in resected NSCLC patients with moderate/high smok-
ing history and elevated serum SCCA level. J Cancer. 2017;8:3251–60.

 44. Zaleskis G, Pasukoniene V, Characiejus D, Urbonas V. Do the benefits 
of being a smoker hint at the existence of PD-1/PD-L1 sensitizers for 
patients on single-agent immunotherapy? J Immunother Cancer. 
2021;9:e003191.

 45. Zerdes I, Matikas A, Bergh J, Rassidakis GZ, Foukakis T. Genetic, tran-
scriptional and post-translational regulation of the programmed death 
protein ligand 1 in cancer: biology and clinical correlations. Oncogene. 
2018;37:4639–61.

 46. Song TL, Nairismägi M-L, Laurensia Y, Lim J-Q, Tan J, Li Z-M, Pang W-L, 
Kizhakeyil A, Wijaya G-C, Huang D-C, et al. Oncogenic activation of the 
STAT3 pathway drives PD-L1 expression in natural killer/T-cell lymphoma. 
Blood. 2018;132:1146–58.

 47. Deng X-X, Jiao Y-N, Hao H-F, Xue D, Bai C-C, Han S-Y. Taraxacum mongoli-
cum extract inhibited malignant phenotype of triple-negative breast 
cancer cells in tumor-associated macrophages microenvironment 
through suppressing IL-10/STAT3/PD-L1 signaling pathways. J Ethnophar-
macol. 2021;274:113978.

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


	Alpha5 nicotinic acetylcholine receptor mediated immune escape of lung adenocarcinoma via STAT3Jab1-PD-L1 signalling
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Introduction
	Methods
	CHRNA5 and CD274 expression and clinical characteristics using relevant databases
	Tissue specimens and cell culture
	Xenograft tumour model
	Immunohistochemistry
	Small interfering RNA transfection and lentiviral infection
	Western blotting
	Chromatin immunoprecipitation (ChIP)
	Primary T cell coculture, flow cytometry and IFN-γ production assay
	Jurkat T cells cocultured with tumor cells and ELISA assay
	T cell-mediated tumour cell killing assay
	Confocal immunofluorescence (IF) assay
	Statistical analysis


	Results
	CHRNA5 and CD274 expression correlates with smoking status and poor prognosis in lung adenocarcinoma from datasets
	Expression of α5-nAChR correlates with PD-L1 expression and smoking status in lung adenocarcinoma specimens
	α5-nAChR regulates pSTAT3, Jab1 and PD-L1 expression in LUAD cells
	α5-nAChR mediates PD-L1 expression via STAT3 binding to PD-L1 or Jab1 promoter in NSCLC cells
	Jab1 stabilizes PD-L1 expression in NSCLC cells
	α5-nAChR expression mediated an immunosuppressive effect in the cocultured system
	α5-nAChR expression was related to PD-L1, Jab1, pSTAT3 and GB expression in LUAD xenografts tissues of BALBc nude mice
	α5-nAChR mediated T cell activity via PD-L1 in C57BL6 mice model

	Discussion
	Conclusions
	Acknowledgements
	References


