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Abstract 

Bladder cancer (BCa) is the 10th most prevalent cancer globally. Neoadjuvant therapy has become the 
standard treatment for muscle-invasive bladder cancer, yet the pathologic complete response rate for 
patients is only approximately 35%. However, the mechanisms underlying neoadjuvant therapy resistance 
in bladder cancer patients remain unclear. We collected two sets of paired bladder cancer specimens 
before and after neoadjuvant therapy, and performed RNA sequencing. The findings revealed a significant 
decrease in IFI27 expression levels in the post-neoadjuvant therapy group compared to samples collected 
before treatment, suggesting that IFI27 may play a role in resistance to neoadjuvant combination therapy. 
IFI27, a member of the interferon-alpha (IFN-α) inducible gene family, influences the efficacy of immune 
checkpoint blockade therapy. Further analysis demonstrated that IFI27 is predominantly expressed in the 
cytoplasm of bladder cancer cells and exhibited low expression levels in bladder cancer tissues and cell 
lines. Subsequently, we investigated the inhibitory effects of IFI27 on bladder cancer proliferation, 
migration, epithelial-mesenchymal transition, and lymph node metastasis. Additionally, in a mouse model, 
PD-1Ab immunotherapy was found to upregulate IFI27 while downregulating the protein level of FOXP3, 
a key transcription factor for regulatory T cells. Flow cytometric analysis further demonstrated that IFI27 
inhibits bladder cancer progression by suppressing regulatory T cell infiltration and enhancing anti-tumor 
immune responses. In conclusion, these findings establish IFI27 as a promising molecular marker for 
improving the efficacy of immunotherapy in bladder cancer and offer valuable insights into strategies for 
enhancing immunotherapy sensitivity. 
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Introduction 
Bladder cancer (BCa) is the 10th most prevalent 

cancer globally, with a male-to-female incidence ratio 
of 4:1 and notably higher rates in developed countries 
[1, 2]. Radical cystectomy is the primary surgical 
treatment for BCa, however, approximately 50% of 
patients undergoing this procedure experience 
recurrence and metastasis, resulting in a 5-year 
post-surgery survival rate of only 15% [3-5]. The 
advent of PD-1/PD-L1 inhibitors has ushered in a 
new era of immunotherapy for urothelial carcinoma, 
with several inhibitors now used as first- and 
second-line treatments for metastatic urothelial 

carcinoma patients [6]. Immunotherapy, as a novel 
adjuvant treatment, is gradually becoming 
established in clinical practice. Multiple studies have 
indicated that preoperative neoadjuvant chemo-
therapy or immunotherapy can improve survival and 
tumor downstaging rates in patients with 
muscle-invasive bladder cancer [7-9]. Current clinical 
response rates for platinum-based neoadjuvant 
chemotherapy and neoadjuvant immunotherapy 
alone are approximately 40%-60% and 15%-25%, 
respectively [10]. In cases where neoadjuvant 
immunotherapy is combined with chemotherapy 
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(e.g., nivolumab with gemcitabine and cisplatin), the 
pathological complete response (pCR) rate reaches 
35% [11]. However, a subset of patients remains 
resistant to these therapies. It is urgent to explore new 
molecular targets to enhance the efficacy of 
immunotherapy, which is critical for developing more 
effective BCa immunotherapies and combination 
therapies. 

IFI27 (interferon alpha inducible protein 27) 
belongs to the interferon-alpha (IFN-α) inducible 
small gene family and primarily exerts its biological 
functions by inducing interferon-stimulated genes 
(ISGs) [12]. IFI27, identified as a proliferation marker 
in tumors and epithelial cells, plays a role in the 
progression of various cancers, including cutaneous 
squamous cell cancer, cholangiocarcinoma, and oral 
squamous cell carcinoma, and is associated with 
long-term prognosis [13-15]. Epithelial-Mesenchymal 
Transition (EMT) is a critical process wherein 
epithelial cells transform into mesenchymal cells, 
leading to increased mobility and migratory potential. 
This process plays a crucial role in tumor metastasis 
and dissemination [16, 17]. Research indicates that 
IFI27 mediates EMT and is involved in the 
progression of head and neck squamous cell 
carcinoma as well as nasopharyngeal carcinoma [18, 
19]. 

Regulatory T (Treg) cells are crucial mediators of 
immune suppression in tumors and accumulate in 
tumor tissues [20]. The transcription factor Forkhead 
box protein 3 (FOXP3) is a key regulatory factor for 
the development and function of CD4+ CD25+ 

regulatory T cells and plays a crucial role in mediating 
the immune suppressive activity of Treg cells [21-24]. 
Abundant evidence suggests that an increased 
presence of endogenous FOXP3+ CD25+ CD4+ Treg 
cells in tumor tissues is associated with poor 
prognosis. Additionally, reducing the recruitment of 
Treg cells in tumors can enhance the anti-tumor 
immune response [25, 26]. Extensive research on 
various types of tumors, including bladder cancer, has 
highlighted an increase in the number of Treg cells 
within the tumor microenvironment (TME) of cancer 
patients. These findings provide compelling evidence 
that supports the development of an 
immune-suppressive TME, which contributes to 
immune evasion in tumors [27-32]. Interferon 
signaling is a crucial component of immune responses 
and is essential for modulating the effectiveness of 
immune checkpoint blockade (ICB) therapy [33].  

Recent studies have highlighted IFI27 as a crucial 
immune regulatory gene, actively participating in the 
immune response and showing a significant 
correlation with the frequency of enrichment of CD4+ 
T cells [34, 35]. The expression of IFI27 not only affects 

the response to immunotherapy but also influences 
various phenotypes related to inflammation and 
immunity [36, 37]. Interestingly, in metastatic breast 
cancer, there is a coordinated change in the expression 
of the interferon-regulated gene IFI27 and the 
abundance of Treg cells. This research offers valuable 
insights into predictive features of the immune 
therapy response [38]. Nevertheless, the specific 
influence of IFI27 on Treg cells in bladder cancer 
(BCa) remains elusive. Given the increasingly 
prominent regulatory role of IFI27 in Treg cell 
enrichment within the tumor immune microenviron-
ment, we aimed to explore whether IFI27 exerts a 
suppressive effect on Treg cell frequency in bladder 
tumors. This could potentially enhance the anti-tumor 
immune response. Since IFI27 contributes to the 
anti-tumor immune response, this study focuses on 
how IFI27 modulates the immune microenvironment 
and the development of malignancy in BCa. We aim 
to explore the specific biological roles of IFI27 and 
assess its potential as a therapeutic target for BCa. 

Materials and methods 
Detailed materials and methods are described in 

Supplementary file S1. 

Results 
IFI27 is poorly expressed in BCa tissues and 
cells  

To elucidate the molecular mechanisms 
underlying resistance to chemotherapy combined 
with immunotherapy in BCa patients, we procured 
paired samples from four late-stage bladder cancer 
patients both before and after administration of the 
combined treatment. RNA sequencing was 
subsequently performed to identify differentially 
expressed genes. The heatmap results indicated that 
the expression pattern of the top-ranked gene, 
AC073283.3, was inconsistent in the third pair of 
matched samples compared to the other pairs. 
Similarly, the third-ranked gene, FIGN, exhibited an 
inconsistent expression pattern in the fourth pair of 
samples. The second-ranked gene, SULT1B1, a histone 
sulfotransferase, was primarily involved in 
biometabolic catabolic processes and has no reported 
role in tumor immunotherapy [39, 40]. In contrast, 
IFI27, a gene associated with the interferon pathway, 
was closely linked with tumor development and the 
regulation of T lymphocytes in the immune 
microenvironment [41]. RNA sequencing results 
showed a significant decrease in IFI27 expression 
levels in the post-neoadjuvant treatment group 
compared to pre-treatment samples, suggesting that 
low IFI27 expression may correlate with resistance to 
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chemotherapy combined with immunotherapy in BCa 
patients. Therefore, based on these findings, IFI27 was 
selected as the focus of our subsequent research (Fig. 1 
A-B). Given its crucial role in modulating the immune 
response and influencing the effectiveness of tumor 
immunotherapy [34, 36], we further investigated the 
correlation between IFI27 and clinical features of BCa. 
Immunohistochemistry (IHC) analysis confirmed 
reduced IFI27 expression in BCa tissue compared to 
adjacent normal bladder tissue (Fig. 1 C-D). Bladder 
tumor samples were classified into stages 0, I, II, III, 
and IV according to the AJCC clinical staging system. 
IFI27 expression was downregulated in late-stage BCa 
(stages III and IV) compared to early stages (stages 0, 
I, and II) (Fig. 1 E-F). Analysis of IFI27 mRNA in 
clinical samples from Zhujiang Hospital also 
indicated reduced expression compared to adjacent 
normal bladder tissue (Fig. 1 G). We also explored the 
correlation between IFI27 and clinical characteristics 
of BCa patients. The results showed that IFI27 was 
significantly correlated with tumor clinical stage, 
tumor infiltration, lymph node metastasis, and distant 
metastasis (Table 1). Furthermore, IFI27 protein levels 
were markedly lower in BCa cell lines (5637, J82, T24, 
and UM-UC-3) compared to the normal human 
bladder epithelial cell line SV-HUC-1 (Fig. 1 H). 
Immunofluorescence staining revealed that IFI27 was 
predominantly localized in the cytoplasm of BCa cells 
(Fig. 1 I). Kaplan-Meier analysis of 62 BCa cases 
indicated that high IFI27 expression was associated 
with improved survival rates (Fig. 1 J). Overall, IFI27 
exhibited low expression levels in BCa tissues and 
cells, and this low expression may be related to 
resistance to post-neoadjuvant therapy in BCa 
patients. 

IFI27 suppresses the proliferation and 
migration capability of BCa cells 

To validate the impact of IFI27 on BCa cell 
phenotypes, we performed gene knockdown and 
overexpression experiments in BCa cell lines (5637, 
J82, T24, and UM-UC-3). T24 and UM-UC-3 cells were 
transduced with viral vectors to overexpress IFI27, 
while 5637 and J82 cells underwent IFI27 knockdown 
using siRNAs. The validation results of IFI27 
knockdown or overexpression efficiency were 
presented (Fig. 2 A-B). Next, we evaluated the effect 
of IFI27 on the biological functions of BCa cells. Clone 
formation experiments showed that overexpression of 
IFI27 inhibited the proliferation of T24 and UM-UC-3 
cells, while IFI27 knockdown in 5637 and J82 cells 
enhanced their proliferation (Fig. 2 C-F). Additionally, 
wound-healing assays were used to assess the impact 
of IFI27 on BCa cell migration. Overexpression of 
IFI27 impaired migration, while IFI27 knockdown 

significantly enhanced it (Fig. 2 G-J). Similarly, 
transwell assays produced comparable results for cell 
migration (Fig. 2 K-N). In summary, IFI27 acted as an 
inhibitor of both proliferation and migration in BCa 
cells. 

 

Table 1. Correlation between IFI27 expression and clinical 
characteristics in BCa patients. 

 
 

No. of patients IFI27 expression p value 
Low High 

All patients 62 26 36  
Age (years)    0.6073 
<65 30 14 16  
≥65 32 12 20  
Gender    >0.9999 
Male 47 20 27  
Female 15 6 9  
Tumor size    0.1095 
<2cm 22 6 16  
≥2cm 40 20 20  
Grade    0.1705 
Low 10 2 8  
High 52 24 28  
 Stage    <0.0001 
0~II 50 14 36  
III~IV 12 12 0  
T Infiltrate (T)     <0.0001 
Ta~T1 33 6 27  
T2~T4 29 20 9  
Lymphatic metastasis (N)    0.0013** 
Yes 7 7 0  
No 55 19 36  
Distant metastasis (M)    0.0268* 
Yes 4 4 0  
No 58 22 36  

Chi-square test. *P < 0.05. **P < 0.01. ****P < 0.0001.  
Staining scores: 0, no staining; 1, weak staining; 2, medium staining; 3, strong 
staining. 
Classification criteria: High IFI27 expression: 2,3; Low IFI27 expression: 0,1. 

 

IFI27 regulates epithelial-mesenchymal 
transition in BCa cells 

Epithelial-Mesenchymal Transition (EMT) is a 
crucial cellular program involved in processes such as 
embryonic development and malignant tumor 
progression. In the field of tumor research, EMT can 
promote the tumorigenicity and metastatic potential 
of cancer cells, making it a key driving factor in tumor 
progression [42, 43]. Immunostaining experiments 
provided key insights into the effects of IFI27 on EMT 
markers. Overexpression of IFI27 in T24 and 
UM-UC-3 cells resulted in upregulation of the 
epithelial marker E-cadherin and downregulation of 
the mesenchymal markers N-cadherin and Vimentin. 
Conversely, IFI27 knockdown in 5637 and J82 cells led 
to a decrease in E-cadherin expression and an increase 
in N-cadherin and Vimentin expression (Fig. 3 A). 
SiRNAs were used for IFI27 knockdown, with 
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si-IFI27-2 demonstrating the highest efficiency (Fig. 3 
B-C). Immunofluorescence assays confirmed these 
findings, showing increased E-cadherin and 
decreased N-cadherin and Vimentin expression in T24 
and UM-UC-3 cells with IFI27 overexpression (Fig. 3 
D-F). Conversely, in 5637 and J82 cells with IFI27 
knockdown using si-IFI27-2, the expression patterns 

of EMT-related proteins were reversed (Fig. 3 G-I). 
These fluorescence staining observations were 
consistent with the results obtained from western 
blotting. Taken together, these findings demonstrated 
that IFI27 impedes the epithelial-mesenchymal 
transition process in BCa cells by modulating the 
expression of EMT-related markers. 

 

 
Figure 1. IFI27 is lowly expressed in BCa tissues and cells. A Brief process for RNA sequencing of clinical samples. B Heatmap showing mRNA levels of different genes 
expressed in bladder tumor samples before and after chemotherapy combined with immunotherapy as determined by RNA sequencing. C Detection of IFI27 protein levels in 
BCa and paired adjacent tissues through IHC staining. Scale bar =200μm, 50μm. D The IHC score of IFI27 expression in (C) was quantified. E, F Description of representative 
IHC staining images of IFI27 protein in BCa patients with different AJCC clinical stages and statistical analysis of the images. Scale bar = 200μm, 50μm. G IFI27 expression level 
displays significant variation in BCa tissues versus adjacent normal tissues (n=48). H Western blotting was conducted to estimate the protein levels of IFI27 in control SV-HUC-1 
and BCa cell lines 5637, J82, T24, and UM-UC-3 cells. I IFI27 was mainly localized in the cytoplasm of BCa cells by immunofluorescence analysis. Scale bar =50μm. J Low IFI27 
expression level implies poor prognosis in BCa patients from our institution. 
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Figure 2. IFI27 inhibits BCa cell proliferation, migration. A qRT-PCR and western blotting showed the efficiency of IFI27 overexpression in T24 and UM-UC-3 cells 
infected by lentivirus. B Knockdown efficiency of IFI27 after transient transfection of 5637 and J82 cells as determined by qRT-PCR and western blotting. C, D Colony formation 
in T24 and UM-UC-3 cells with IFI27 overexpression along with the corresponding statistical analysis results. E, F The colony-forming ability of 5637 and J82 cells after IFI27 
knockdown was changed and shown as a statistical graph. G, H Wound-healing experiments indicated changes in the migratory ability of T24 and UM-UC-3 cells with IFI27 
overexpression, and the representative images were quantified by statistical analysis. I, J Changes in the migratory capacity of 5637 and J82 cells after IFI27 knockdown were 
demonstrated by wound-healing assay and measured by statistical analysis. K, L Transwell assay revealed altered migratory ability of T24 and UM-UC-3 cells overexpressing IFI27, 
and representative images were statistically figured. M, N Transwell assays were performed to verify the altered migratory ability of 5637 and J82 cells knocking down IFI27, and 
the results were present in statistical plots. 
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Figure 3. IFI27 expression level correlates with EMT in BCa cells. A Four types of Bca cells (T24, UM-UC-3, 5637, J82) were treated with IFI27 knockdown or 
overexpression. The mesenchymal markers N-cadherin and vimentin and the epithelial marker E-cadherin were detected by western blotting. GAPDH was utilized as the internal 
control. B, C Transfection of si-IFI27-2 significantly more effectively affected EMT-associated protein levels in 5637 and J82 cells compared to si-IFI27-1 transfection. D 
Immunofluorescence assays was applied to determine the expression levels of E-cadherin, N-cadherin, Vimentin, and IFI27 in T24 and UM-UC-3 cells with IFI27 overexpression. 
Scale bar =50μm. E, F Statistical plots of representative images from immunofluorescence experiments conducted on T24 and UM-UC-3 cells. G The expression levels of 
E-cadherin, N-cadherin, Vimentin and IFI27 were measured by immunofluorescence assay in J82 and 5637 cells transfected si-IFI27-2. Scale bar = 50μm. H, I Statistical 
quantification of E-cadherin, N-cadherin, Vimentin and IFI27 expression levels in J82 and 5637 cells. 

 

Overexpression of IFI27 inhibits tumor 
progression and lymph nodes metastasis of 
BCa in vivo 

To confirm the impact of IFI27 on tumorigenesis 
in vivo, we injected T24 cells overexpressing IFI27 or 

control T24 cells into the axillary region of nude mice 
to establish a subcutaneous xenograft model. 
Representative bioluminescence images taken two to 
three weeks after injection showed that IFI27 
overexpression inhibited tumor growth compared to 
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the control group (Fig. 4 A-B). At day 28, mice were 
euthanized, and subcutaneous tumors were 
harvested, with representative images of the tumor 
tissues presented (Fig. 4 C). Statistical analysis of 
tumor weight and volume revealed that IFI27 
overexpression suppressed xenograft tumor growth, 
resulting in reduced tumor weight and volume 
compared to controls (Fig. 4 D-E). Tumor metastasis 
to lymph nodes (LN) often signifies a poor prognosis 
for individuals with advanced stages of BCa [44, 45]. 
To assess the potential role of IFI27 in BCa lymph 
node metastasis in vivo, we inoculated tumor cells into 
the footpad of nude mice, establishing a footpad- 
popliteal lymph node model. Two weeks after tumor 
cell injection, bioluminescence imaging showed a 
lower footpad signal in the IFI27 overexpression 
group compared to the control group, although 
signals in the popliteal lymph nodes were barely 
detected. By the third week, the IFI27 overexpression 
group exhibited lower bioluminescence intensity in 
the popliteal lymph nodes compared to the control 
group (Fig. 4 F-G). At four weeks, mice were 
euthanized, and popliteal lymph nodes were 
dissected for analysis (Fig. 4 H-I). Volume and weight 
measurements of these lymph nodes indicated that 
IFI27 overexpression attenuated tumor lymphatic 
metastasis (Fig. 4 J-K). In short, upregulation of IFI27 
expression suppressed bladder tumor proliferation 
and lymph node metastasis in vivo. 

IFI27 overexpression reinforces anti-tumor 
immunity 

To investigate the effect of IFI27 on the efficacy 
of chemotherapy combined with immunotherapy for 
BCa, we established an animal subcutaneous tumor 
model using the murine BCa cell line MB49. IFI27 
overexpression in MB49 cells was achieved using viral 
vectors, and the efficiency of overexpression was 
verified at the protein and mRNA levels (Fig. 5 A-B). 
Immunocompetent mice were randomly assigned to 
different groups and then injected with MB49 tumor 
cells to establish the subcutaneous tumor model. On 
day 8 after tumor implantation, drug treatments were 
administered via intraperitoneal injection every four 
days for a total of six doses (Fig. 5 C). The in vivo 
imaging system (IVIS) was utilized to detect 
subcutaneous tumor formation. Statistical analysis of 
bioluminescence intensity revealed significant 
inhibition of tumor proliferation in immunocompe-
tent mice with IFI27 overexpression. In the MB49 
tumor model with IFI27 overexpression, gemcitabine 
treatment alone did not show a statistically significant 
difference in tumor growth compared to the PBS 
control group. PD-1 antibody immunotherapy 

significantly inhibited tumor progression compared 
to gemcitabine monotherapy. However, no significant 
difference in efficacy was observed between the 
combination of PD-1 antibody and gemcitabine and 
PD-1 antibody alone (Fig. 5 D-E). Tumor volume 
measurements supported these findings with 
statistical significance (Fig. 5 F). Immunoinfiltration 
analysis of TCGA database data showed no 
significant difference in the enrichment and 
infiltration of activated CD8+ T cells between normal 
bladder tissues and BCa tissues. However, there was a 
statistically significant difference in the enrichment 
and infiltration of activated CD4+ T cells between 
these tissues (Fig. S1A-B). A study published in the 
journal Cell reported that the typical CD8+ T cell state 
was not enriched in the bladder tumor 
microenvironment and the frequency of CD4+ T cells 
was higher than that of CD8+ T cells in BCa [46]. These 
findings prompted us to shift our research focus to the 
CD4+ T-cell subset within the bladder tumor 
microenvironment. Regulatory T cells (Tregs) with 
elevated abundance negatively impact the anti-tumor 
immune response in BCa [47]. These Tregs, 
characterized by persistent expression of FOXP3, 
CD25, and CD4, exhibit immunosuppressive 
capabilities, inducing immune tolerance and fostering 
immunosuppression within the T-cell population [48, 
49]. Additionally, Tregs were enriched in both BCa 
tissues and peripheral blood [50]. Considering the 
above findings, our next research goal was to 
investigate whether IFI27 was involved in the 
anti-tumor immune response by regulating Tregs 
infiltration in the BCa microenvironment. To 
investigate whether FOXP3-expressing Treg cells 
were involved in the promotion of anti-tumor 
immunity by IFI27, immunohistochemical staining 
was conducted on collected tumor tissues. The results 
showed that PD-1 antibody immunotherapy 
increased IFI27 protein expression and decreased 
FOXP3 expression compared to the IFI27-PBS control. 
In contrast, gemcitabine monotherapy did not 
significantly alter IFI27 or FOXP3 protein expression 
levels compared to the combination of gemcitabine 
and PD-1 antibody immunotherapy (Fig. 5 G-H). 
Proteins and mRNA derived from mouse tumor 
tissues validated the above findings (Fig. 5 I-J). These 
results collectively demonstrated that IFI27 
overexpression enhanced the efficacy of BCa 
immunotherapy. However, in the IFI27- 
overexpressing mouse tumor model, the efficacy of 
PD-1 antibody monotherapy did not differ 
significantly from that of the combination therapy 
with gemcitabine and PD-1 antibody.  
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Figure 4. IFI27 overexpression attenuates tumorigenicity and lymph node metastasis in vivo. A, B The progression of the subcutaneous tumor was tracked by an 
IVIS, and typical photographs of subcutaneous tumors were obtained. Total fluorescence intensity region of interest ROI counts was proceeded to detect the cellular activity of 
subcutaneous tumors at 2nd (A) and 3rd (B) week post-injection (n = 5 per group). C Representative images showcased subcutaneous tumor harvested after execution of nude 
mice. D, E Statistical analysis of tumor weight (D) and volume (E) in mice. F, G Total fluorescence intensity ROI counts were used to detect tumor growth and lymph node 
metastasis at 2nd (F) and 3rd (G) week after injection (n = 4 per group). H, I Schematic diagram (H) and representative images (I) of popliteal lymph nodes in mice. J, K 
Statistical analysis of popliteal lymph node weight (J) and volume (K) in mice.  

 

IFI27 augmented tumor immunity via 
inhibition of Treg in vivo 

Indeed, in BCa, IFI27 significantly correlated 
with a variety of immune cell subsets (Fig. S2). 

Although IFI27 correlated well with CD8+ T cell 
populations, these populations were not significantly 
enriched in BCa, as previously described. This led us 
to focus more on the infiltration of CD4+ T cell 
subpopulations, particularly Treg cell subpopula-



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

6624 

tions, into the BCa immune microenvironment. 
Clinical data from BCa patients in the TCGA database 
confirm that FOXP3 was not only significantly 
negatively correlated with the enrichment of CD4+ T 
cells (Fig. 6A), but also significantly associated with 
Treg cells (Fig. S2). To further validate the 
involvement of Treg cells in the IFI27-mediated 
promotion of anti-tumor immunity, we collected 
mouse spleens, tumor tissues, and peripheral blood. 
Single-cell suspensions were prepared following the 
experimental protocol for flow cytometry antibody 
staining (Fig. 6 B). In mice tumor tissues, there was no 
significant difference in CD8+ T cell infiltration 
following PD-1 antibody immunotherapy compared 
to the IFI27-PBS control group (Fig. S3A-B). However, 
CD4+ T cell enrichment was reduced (Fig. S3 A, C), 
and Treg cell infiltration was also minimized (Fig. 6 
C-D). Similarly, compared to gemcitabine 
chemotherapy, PD-1 antibody immunotherapy 
demonstrated no significant difference in CD8+ T cell 
infiltration in tumor tissue (Fig. S3A-B), but CD4+ T 
cell enrichment diminished (Fig. S3 A, C) and Treg 
cell frequency also decreased (Fig. 6 C-D). 
Furthermore, the combination of gemcitabine 
chemotherapy and PD-1 antibody immunotherapy 
did not significantly alter the frequencies of CD8+ T 
cells, CD4+ T cells, and Treg cells versus PD-1 
antibody immunotherapy alone (Fig. S3 A-C and Fig. 
6 C-D). Similar phenomena were observed in spleen 
tissues (Fig. S3 D-F and Fig. 6 E-F) and peripheral 
blood (Fig. 6 G-H). In brief, IFI27 boosted anti-tumor 
immune responses in BCa. This was achieved by 
down-regulating Treg cells enrichment in the tumor 
microenvironment. 

Correlation of IFI27/PD-1/FOXP3 expression 
with the clinicopathological characteristics of 
BCa 

The clinical correlation of PDCD1 (PD-1) and 
FOXP3 was analyzed using samples from our 
institution and data from TCGA. Initially, a 
representative graph illustrating high FOXP3 
expression in BCa tissues was obtained from TIMER 
2.0 (http://timer.comp-genomics.org/timer/) (Fig. 7 
A). Furthermore, correlation analysis of IFI27 and 
FOXP3 expression in BCa tissue samples from 35 
patients revealed a negative correlation, with a 
Pearson r of -0.6556 (p < 0.0001; Fig. 7 B). These 
findings further validated the negative correlation 
between IFI27 and FOXP3 expression in BCa tissues. 
Subsequently, TCGA database samples indicated a 
positive correlation between PD-1 and FOXP3 
expression (http://cis.hku.hk/TISIDB/index.php) 
(Fig. 7 C). Further analysis of the relationship between 
FOXP3 and tumor infiltration stages revealed that 

FOXP3 abundance was up-regulated at T3 and T4 
stages compared to T1 and T2 stages in BCa (Fig. 7 D). 
Subsequent analysis of the relationship between 
FOXP3 and clinical stages in BCa showed an 
significant increase in FOXP3 abundance in advanced 
stages (Fig. 7 E). In a survival analysis of 336 cases of 
TCGA-database patients, high FOXP3 expression 
predicted a poor prognosis in advanced stages 
(p=0.0092; Fig. 7 F). Besides, we employed BCa cell 
lines to investigate the expression levels of FOXP3 
following overexpression or knockout of IFI27. 
Western blot analysis indicated that in BCa cell lines 
T24 and UM-UC-3, where IFI27 was overexpressed, 
the expression levels of FOXP3 were significantly 
reduced (Fig. S4 A). Conversely, in BCa cell lines 5637 
and J82 with down-regulated IFI27 expression, FOXP3 
levels were upregulated (Fig. S4 B). All in all, the 
correlation between IFI27 expression and FOXP3 was 
supported by clinical samples and TCGA BCa patient 
data, suggesting that the IFI27/PD-1/FOXP3 axis was 
involved in the modulation of anti-tumor immune 
processes in BCa. 

Discussion 
The biological regulatory functions of interferon 

pathway-related genes in the tumor immune 
microenvironment are receiving increasing attention 
[51, 52]. IFI27, as an interferon-alpha-induced protein, 
is closely associated with tumor occurrence and the 
regulation of T lymphocytes within the immune 
microenvironment [41, 53]. Previous studies have 
confirmed IFI27 as a critical immune regulatory gene, 
promoting cancer immunity by increasing the 
sensitivity of tumor cells to the cytotoxic effects of 
human immune cells, thus exerting an inhibitory 
effect on cancer development [54]. These findings 
support our perspective on IFI27 as a bladder cancer 
suppressor in our research. 

As a characteristic gene of regulatory T cells 
(Tregs), FOXP3 has received increasing attention for 
its regulatory role in tumorigenesis [55, 56]. In 
non-small cell lung cancer, FOXP3 activated the 
downstream Wnt pathway through the interaction of 
β-catenin and TCF4, promoting tumor proliferation 
and metastasis [57]. Furthermore, FOXP3 inhibits 
oncogenic ErbB2 overexpression by binding to the 
ErbB2 promoter, which ultimately inhibits breast 
cancer progression [58]. Additionally, FOXP3 is an 
independent prognostic factor in breast cancer, with 
high expression levels indicating a poor prognosis in 
late-stage patients [59]. Likewise, the expression of 
FOXP3 is inversely correlated with long-term survival 
in bladder cancer [60]. The above points highlighted 
the important regulatory role of FOXP3 in 
tumorigenesis. In addition, we also verified the 
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regulatory role of IFI27 on FOXP3 in BCa cell models. 
These points suggest that IFI27 may be involved in 

regulating FOXP3 expression in bladder cancer, 
which requires further studies in the future. 

 

 
Figure 5. Overexpression of IFI27 enhances the anti-tumor immune response. A, B The overexpression efficiency of IFI27 in MB49 cells was verified by qRT-PCR 
(A) and western blotting (B). C Schematic diagram of the therapeutic process of drug administration in mice. D, E Representative diagrams of subcutaneous tumor 
biofluorescence in mice (D), and statistical analysis of biofluorescence intensity in each group of mice on 15th day after injection (E). F Statistical analysis of volume in mice 
tumor. G, H The expression levels of FOXP3 and IFI27 in tumor tissues of different experimental animal groups were detected by IHC (G), and the captured representative 
images were subjected to immunohistochemical scoring for statistical analysis (H). Scale bar = 200μm, 50μm. I, J The expression levels of IFI27 and FOXP3 in mouse tumor 
tissues were examined by western blotting (I) and qRT-PCR (J).  
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Figure 6. IFI27 is involved in tumor immunity by inhibiting the enrichment of regulatory T cells. A FOXP3 showed a negative correlation with CD4+ T cell 
enrichment in BCa. B Schematic diagram of the preparation of mouse tumor tissue, spleen, and peripheral blood single-cell suspension. C-H Flow cytometry representative 
graphs demonstrated the proportion of Treg cells in mouse tumor (C), spleen (E) and peripheral blood (G). Statistical analysis showed the differences in Treg cells enrichment 
in tumor (D), spleen (F) and peripheral blood (H) of mice in each group. 
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Figure 7. FOXP3 validation and expression in BCa. A Pan-cancer differential analysis revealed that FOXP3 was highly expressed in BCa tissues compared to normal 
bladder tissues. B Negative correlation between IFI27 and FOXP3 expression was demonstrated in BCa tissues collected from our institution (n=35, r=-0.6556, p<0.0001). C 
PDCD1 (PD-1) presented a positive correlation with FOXP3 expression in BCa. D-E FOXP3 expression showed a positive correlation with the (D) tumor infiltration stages 
(nT1+T2 = 128, nT3+T4 = 259) and (E) clinical stages (nstage I+II = 133, nstage III+IV = 256) in BCa patients. F High FOXP3 expression predicts poor prognosis in BCa patients (nhigh = 284, 
nlow = 52). 

 
The notion that regulatory T cells (Tregs) play a 

crucial role in tumor infiltration and proliferation is 
gradually emerging [61-63]. Reports on various 
malignant tumors, including BCa, suggest an 
increased accumulation of Tregs in both tumor tissue 
and peripheral blood [47, 50, 64]. Inhibiting Treg cell 

regulators such as FOXP3, and thereby reducing the 
infiltration of tumor Treg cells, becomes an effective 
approach to enhance anti-tumor immunity and 
suppress tumor growth [65, 66]. In this study, we 
found an association between FOXP3 and IFI27 in a 
mouse model, suggesting potential direct or indirect 
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interactions in specific molecular pathways. While 
FOXP3 is recognized as a regulatory gene in T cells, 
IFI27, an interferon-related gene, may play a role in 
inflammatory responses and immune regulation [41]. 
On one hand, we extracted proteins from mouse 
tumor tissues, and on the other, we prepared 
single-cell suspensions from mouse tumor, spleen, 
and peripheral blood. Through immunoblotting and 
flow cytometry, we confirmed that IFI27 regulates 
FOXP3 expression in Treg cells. Put it briefly, FOXP3 
in Treg cells was used as a downstream marker of 
IFI27 to explore the specific regulatory mechanisms 
involved in BCa. Moreover, targeted interventions 
aimed at this mechanism could eventually be applied 
in the clinical treatment of BCa. In summary, we 
demonstrated that overexpression of IFI27 inhibits 
BCa growth by reducing the infiltration of Treg cells 
in the tumor parenchyma through the suppression of 
FOXP3 expression in Treg cells. 

Despite the success of immune checkpoint- 
targeted immunotherapy in various cancers [67-70], 
BCa patients still exhibit limited sensitivity to 
immune checkpoint therapy, chemotherapy, and their 
combination [10, 11, 71]. Based on these observations, 
our in vivo experiments investigated how enhanced 
IFI27 expression affects the efficacy of BCa 
immunotherapy and chemotherapy. The results 
demonstrate that PD-1 antibody therapy effectively 
hinders the infiltration of Treg cells in the tumor 
stroma, thereby inhibiting tumor growth. Moreover, 
IFI27 overexpression enhances the inhibitory effect of 
PD-1 antibody immunotherapy, with a more 
pronounced suppression of tumor growth. 
Interestingly, in the mouse tumor model with IFI27 
overexpression, the efficacy of PD-1 antibody 
monotherapy was not significantly different from that 
of the combination therapy with gemcitabine and 
PD-1 antibody. Despite gemcitabine's inability to 
induce Treg-mediated immune suppression [72], the 
reasons for the limited enhancement of efficacy when 
combining IFI27 with PD-1 antibody immunotherapy 
and gemcitabine remain unclear. Further research into 
the underlying molecular mechanisms is warranted. 

In summary, IFI27, identified as a BCa 
suppressor, is closely associated with clinical features 
such as disease stage and patient survival. Moreover, 
IFI27 can modulate the cellular phenotypes of BCa 
cells, including proliferation, migration, and EMT. In 
vivo results show that IFI27 inhibits the Treg 
cell-specific marker FOXP3, thereby hindering Treg 
cell recruitment to the tumor and immune organs. 
This ultimately enhances anti-tumor immune 
responses and reduces tumor growth. Furthermore, 
we propose that IFI27 enhances the efficacy of PD-1 
antibody immunotherapy, underscoring its role in 

improving BCa immunotherapy outcomes. Hence, 
our research provides a theoretical basis for targeting 
IFI27 in combination with PD-1 antibody 
immunotherapy, offering a potential new strategy for 
BCa treatment. 

Conclusion 
In conclusion, IFI27 exhibits anticancer effects in 

bladder tumors by inhibiting tumor growth and 
preventing the epithelial-mesenchymal transition 
(EMT). Additionally, IFI27 contributes to anti-tumor 
immune responses by reducing the infiltration of 
regulatory T cells (Treg) into the tumor stroma. Our 
findings confirm that targeting IFI27 can effectively 
enhance the efficacy of immunotherapy, providing 
new insights into improving the sensitivity of BCa 
immunotherapy. 

Abbreviations 
BCa: bladder cancer; IFI27: interferon alpha 

inducible protein 27; EMT: Epithelial-mesenchymal 
transition; IHC: immunohistochemistry; qRT-PCR: 
Quantitative real-time polymerase chain reaction; 
Treg cells: regulatory T cells; PD-1: Programmed cell 
death protein 1; TME: tumor microenvironment; ICB: 
immune checkpoint blockade; FOXP3: Forkhead box 
protein 3; PD-L1: Programmed death-ligand 1; ISGs: 
interferon-stimulated genes; LN: lymph node; siRNA: 
Small interfering RNA; TCGA: The Cancer Genome 
Atlas. 

Supplementary Material 
Supplementary figures and tables. 
https://www.jcancer.org/v15p6616s1.pdf 

Acknowledgments 
Funding 

This work was supported by grants from the 
National Natural Science Foundation of China (Grant 
number: 81902559), the Dean’s Foundation of 
Zhujiang Hospital of Southern Medical University 
(Grant numbers: yzjj2018rc08), Science and 
Technology Foundation of Guangzhou City (Grant 
number: 2023A04J2420 and 2023A04J2443). 

Author contributions 
Peng Wang: Data curation; formal analysis; 

investigation; visualization; writing – original draft; 
writing – review and editing. Ning Jiang: Data 
curation; formal analysis; investigation; visualization; 
conceptualization; funding acquisition; supervision; 
methodology. Jianye Zhong: Data curation; formal 
analysis; visualization; writing – original draft; 



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

6629 

writing – review and editing. Qiwei Chen: 
Investigation; software; validation. Renliang Huang: 
Formal analysis; investigation. Chunxiao Liu: 
Funding acquisition; methodology; supervision; 
resources. Peng Xu: Conceptualization; Funding 
acquisition; methodology; supervision; project 
administration. 

Data availability statement 
Detailed research data in this manuscript for 

further details, please contact the authors through 
emails. 

Ethics statement 
The study was authorized by the Medical Ethics 

Committee of Zhujiang Hospital of Southern Medical 
University (2021-225). The research protocol adhered 
to the standards outlined in the Helsinki Declaration. 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Lobo N, Afferi L, Moschini M, Mostafid H, Porten S, Psutka SP, et al. 

Epidemiology, Screening, and Prevention of Bladder Cancer. Eur Urol Oncol. 
2022; 5: 628-39. 

2. Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global cancer 
statistics 2018: GLOBOCAN estimates of incidence and mortality worldwide 
for 36 cancers in 185 countries. CA Cancer J Clin. 2018; 68: 394-424. 

3. Alfred Witjes J, Lebret T, Comperat EM, Cowan NC, De Santis M, Bruins HM, 
et al. Updated 2016 EAU Guidelines on Muscle-invasive and Metastatic 
Bladder Cancer. Eur Urol. 2017; 71: 462-75. 

4. Witjes JA, Bruins HM, Cathomas R, Comperat EM, Cowan NC, Gakis G, et al. 
European Association of Urology Guidelines on Muscle-invasive and 
Metastatic Bladder Cancer: Summary of the 2020 Guidelines. Eur Urol. 2021; 
79: 82-104. 

5. Bhandari V, Hoey C, Liu LY, Lalonde E, Ray J, Livingstone J, et al. Molecular 
landmarks of tumor hypoxia across cancer types. Nat Genet. 2019; 51: 308-18. 

6. Bellmunt J, de Wit R, Vaughn DJ, Fradet Y, Lee JL, Fong L, et al. 
Pembrolizumab as Second-Line Therapy for Advanced Urothelial Carcinoma. 
N Engl J Med. 2017; 376: 1015-26. 

7. Rosenblatt R, Sherif A, Rintala E, Wahlqvist R, Ullen A, Nilsson S, et al. 
Pathologic downstaging is a surrogate marker for efficacy and increased 
survival following neoadjuvant chemotherapy and radical cystectomy for 
muscle-invasive urothelial bladder cancer. Eur Urol. 2012; 61: 1229-38. 

8. Leow JJ, Chong YL, Chang SL, Valderrama BP, Powles T, Bellmunt J. 
Neoadjuvant and Adjuvant Chemotherapy for Upper Tract Urothelial 
Carcinoma: A 2020 Systematic Review and Meta-analysis, and Future 
Perspectives on Systemic Therapy. Eur Urol. 2021; 79: 635-54. 

9. Rey-Cardenas M, Guerrero-Ramos F, Gomez de Liano Lista A, 
Carretero-Gonzalez A, Bote H, Herrera-Juarez M, et al. Recent advances in 
neoadjuvant immunotherapy for urothelial bladder cancer: What to expect in 
the near future. Cancer Treat Rev. 2021; 93: 102142. 

10. Patel VG, Oh WK, Galsky MD. Treatment of muscle-invasive and advanced 
bladder cancer in 2020. CA Cancer J Clin. 2020; 70: 404-23. 

11. Kim H, Jeong BC, Hong J, Kwon GY, Kim CK, Park W, et al. Neoadjuvant 
Nivolumab Plus Gemcitabine/Cisplatin Chemotherapy in Muscle-Invasive 
Urothelial Carcinoma of the Bladder. Cancer Res Treat. 2023; 55: 636-42. 

12. Rasmussen UB, Wolf C, Mattei MG, Chenard MP, Bellocq JP, Chambon P, et 
al. Identification of a new interferon-alpha-inducible gene (p27) on human 
chromosome 14q32 and its expression in breast carcinoma. Cancer Res. 1993; 
53: 4096-101. 

13. Suomela S, Cao L, Bowcock A, Saarialho-Kere U. Interferon alpha-inducible 
protein 27 (IFI27) is upregulated in psoriatic skin and certain epithelial 
cancers. J Invest Dermatol. 2004; 122: 717-21. 

14. Chiang KC, Huang ST, Wu RC, Huang SC, Yeh TS, Chen MH, et al. Interferon 
alpha-inducible protein 27 is an oncogene and highly expressed in 
cholangiocarcinoma patients with poor survival. Cancer Manag Res. 2019; 11: 
1893-905. 

15. Wang H, Qiu X, Lin S, Chen X, Wang T, Liao T. Knockdown of IFI27 inhibits 
cell proliferation and invasion in oral squamous cell carcinoma. World J Surg 
Oncol. 2018; 16: 64. 

16. Tsai JH, Yang J. Epithelial-mesenchymal plasticity in carcinoma metastasis. 
Genes Dev. 2013; 27: 2192-206. 

17. Pastushenko I, Blanpain C. EMT Transition States during Tumor Progression 
and Metastasis. Trends Cell Biol. 2019; 29: 212-26. 

18. Han Y, Gao J, Liu L. DDX60 Promotes Migration and Invasion of Head and 
Neck Squamous Cell Carcinoma Cell through the NF-kappaB/IFI27 Signaling 
Pathway. Front Biosci (Landmark Ed). 2024; 29: 14. 

19. Gao F, Zhao ZL, Zhao WT, Fan QR, Wang SC, Li J, et al. miR-9 modulates the 
expression of interferon-regulated genes and MHC class I molecules in human 
nasopharyngeal carcinoma cells. Biochem Biophys Res Commun. 2013; 431: 
610-6. 

20. Tay C, Tanaka A, Sakaguchi S. Tumor-infiltrating regulatory T cells as targets 
of cancer immunotherapy. Cancer Cell. 2023; 41: 450-65. 

21. Vignali DA, Collison LW, Workman CJ. How regulatory T cells work. Nat Rev 
Immunol. 2008; 8: 523-32. 

22. Liu C, Workman CJ, Vignali DA. Targeting regulatory T cells in tumors. FEBS 
J. 2016; 283: 2731-48. 

23. Fontenot JD, Gavin MA, Rudensky AY. Foxp3 programs the development and 
function of CD4+CD25+ regulatory T cells. Nat Immunol. 2003; 4: 330-6. 

24. Tanaka A, Sakaguchi S. Regulatory T cells in cancer immunotherapy. Cell Res. 
2017; 27: 109-18. 

25. Shan F, Somasundaram A, Bruno TC, Workman CJ, Vignali DAA. Therapeutic 
targeting of regulatory T cells in cancer. Trends Cancer. 2022; 8: 944-61. 

26. Iglesias-Escudero M, Arias-Gonzalez N, Martinez-Caceres E. Regulatory cells 
and the effect of cancer immunotherapy. Mol Cancer. 2023; 22: 26. 

27. Ikarashi D, Kitano S, Tsuyukubo T, Yamashita M, Matsuura T, Maekawa S, et 
al. Pathological complete response to neoadjuvant chemotherapy may 
improve antitumor immune response via reduction of regulatory T cells in 
muscle-invasive bladder cancer. Sci Rep. 2024; 14: 1442. 

28. Koll FJ, Banek S, Kluth L, Kollermann J, Bankov K, Chun FK, et al. 
Tumor-associated macrophages and Tregs influence and represent immune 
cell infiltration of muscle-invasive bladder cancer and predict prognosis. J 
Transl Med. 2023; 21: 124. 

29. Xing X, Shi J, Jia Y, Dou Y, Li Z, Dong B, et al. Effect of neoadjuvant 
chemotherapy on the immune microenvironment in gastric cancer as 
determined by multiplex immunofluorescence and T cell receptor repertoire 
analysis. J Immunother Cancer. 2022; 10: e003984. 

30. Zhang S, Fang W, Zhou S, Zhu D, Chen R, Gao X, et al. Single cell 
transcriptomic analyses implicate an immunosuppressive tumor 
microenvironment in pancreatic cancer liver metastasis. Nat Commun. 2023; 
14: 5123. 

31. Glasner A, Rose SA, Sharma R, Gudjonson H, Chu T, Green JA, et al. 
Conserved transcriptional connectivity of regulatory T cells in the tumor 
microenvironment informs new combination cancer therapy strategies. Nat 
Immunol. 2023; 24: 1020-35. 

32. Sakaguchi S, Yamaguchi T, Nomura T, Ono M. Regulatory T cells and immune 
tolerance. Cell. 2008; 133: 775-87. 

33. Liu X, Lin L, Lu L, Li X, Han Y, Qiu Z, et al. Comparative Transcriptional 
Analysis Identified Characteristic Genes and Patterns in HIV-Infected 
Immunological Non-Responders. Front Immunol. 2022; 13: 807890. 

34. Cheon H, Stark GR. Unphosphorylated STAT1 prolongs the expression of 
interferon-induced immune regulatory genes. Proc Natl Acad Sci U S A. 2009; 
106: 9373-8. 

35. Yu R, Zhu B, Chen D. Type I interferon-mediated tumor immunity and its role 
in immunotherapy. Cell Mol Life Sci. 2022; 79: 191. 

36. Huang CH, Huang YC, Xu JK, Chen SY, Tseng LC, Huang JL, et al. ATM 
Inhibition-Induced ISG15/IFI27/OASL Is Correlated with Immunotherapy 
Response and Inflamed Immunophenotype. Cells. 2023; 12: 1288. 

37. Villamayor L, Lopez-Garcia D, Rivero V, Martinez-Sobrido L, Nogales A, 
DeDiego ML. The IFN-stimulated gene IFI27 counteracts innate immune 
responses after viral infections by interfering with RIG-I signaling. Front 
Microbiol. 2023; 14: 1176177. 

38. Szekely B, Bossuyt V, Li X, Wali VB, Patwardhan GA, Frederick C, et al. 
Immunological differences between primary and metastatic breast cancer. 
Ann Oncol. 2018; 29: 2232-9. 

39. Brand W, Boersma MG, Bik H, Hoek-van den Hil EF, Vervoort J, Barron D, et 
al. Phase II metabolism of hesperetin by individual 
UDP-glucuronosyltransferases and sulfotransferases and rat and human 
tissue samples. Drug Metab Dispos. 2010; 38: 617-25. 

40. Fujita K, Nagata K, Ozawa S, Sasano H, Yamazoe Y. Molecular cloning and 
characterization of rat ST1B1 and human ST1B2 cDNAs, encoding thyroid 
hormone sulfotransferases. J Biochem. 1997; 122: 1052-61. 

41. Huang S, Zhao J, Song J, Li Y, Zuo R, Sa Y, et al. Interferon alpha-inducible 
protein 27 (IFI27) is a prognostic marker for pancreatic cancer based on 
comprehensive bioinformatics analysis. Bioengineered. 2021; 12: 8515-28. 

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

43. Nieto MA, Huang RY, Jackson RA, Thiery JP. Emt: 2016. Cell. 2016; 166: 21-45. 
44. Saginala K, Barsouk A, Aluru JS, Rawla P, Padala SA, Barsouk A. 

Epidemiology of Bladder Cancer. Med Sci (Basel). 2020; 8: 15. 



 Journal of Cancer 2024, Vol. 15 

 
https://www.jcancer.org 

6630 

45. Raza SJ, Al-Daghmin A, Zhuo S, Mehboob Z, Wang K, Wilding G, et al. 
Oncologic outcomes following robot-assisted radical cystectomy with 
minimum 5-year follow-up: the Roswell Park cancer institute experience. Eur 
Urol. 2014; 66: 920-8. 

46. Oh DY, Kwek SS, Raju SS, Li T, McCarthy E, Chow E, et al. Intratumoral 
CD4(+) T Cells Mediate Anti-tumor Cytotoxicity in Human Bladder Cancer. 
Cell. 2020; 181: 1612-25 e13. 

47. Bates GJ, Fox SB, Han C, Leek RD, Garcia JF, Harris AL, et al. Quantification of 
regulatory T cells enables the identification of high-risk breast cancer patients 
and those at risk of late relapse. J Clin Oncol. 2006; 24: 5373-80. 

48. Ariafar A, Vahidi Y, Fakhimi M, Asadollahpour A, Erfani N, Faghih Z. 
Prognostic significance of CD4-positive regulatory T cells in tumor draining 
lymph nodes from patients with bladder cancer. Heliyon. 2020; 6: e05556. 

49. Lu L, Barbi J, Pan F. The regulation of immune tolerance by FOXP3. Nat Rev 
Immunol. 2017; 17: 703-17. 

50. Chi LJ, Lu HT, Li GL, Wang XM, Su Y, Xu WH, et al. Involvement of T helper 
type 17 and regulatory T cell activity in tumour immunology of bladder 
carcinoma. Clin Exp Immunol. 2010; 161: 480-9. 

51. Cheon H, Borden EC, Stark GR. Interferons and their stimulated genes in the 
tumor microenvironment. Semin Oncol. 2014; 41: 156-73. 

52. Jorgovanovic D, Song M, Wang L, Zhang Y. Roles of IFN-gamma in tumor 
progression and regression: a review. Biomark Res. 2020; 8: 49. 

53. Li S, Xie Y, Zhang W, Gao J, Wang M, Zheng G, et al. Interferon 
alpha-inducible protein 27 promotes epithelial-mesenchymal transition and 
induces ovarian tumorigenicity and stemness. J Surg Res. 2015; 193: 255-64. 

54. Deng R, Zuo C, Li Y, Xue B, Xun Z, Guo Y, et al. The innate immune effector 
ISG12a promotes cancer immunity by suppressing the canonical 
Wnt/beta-catenin signaling pathway. Cell Mol Immunol. 2020; 17: 1163-79. 

55. Conde E, Casares N, Mancheno U, Elizalde E, Vercher E, Capozzi R, et al. 
FOXP3 expression diversifies the metabolic capacity and enhances the efficacy 
of CD8 T cells in adoptive immunotherapy of melanoma. Mol Ther. 2023; 31: 
48-65. 

56. Cao W, He Y, Lan J, Luo S, Sun B, Xiao C, et al. FOXP3 promote the 
progression of glioblastoma via inhibiting ferroptosis mediated by 
linc00857/miR-1290/GPX4 axis. Cell Death Dis. 2024; 15: 239. 

57. Yang S, Liu Y, Li MY, Ng CSH, Yang SL, Wang S, et al. FOXP3 promotes tumor 
growth and metastasis by activating Wnt/beta-catenin signaling pathway and 
EMT in non-small cell lung cancer. Mol Cancer. 2017; 16: 124. 

58. Zuo T, Wang L, Morrison C, Chang X, Zhang H, Li W, et al. FOXP3 is an 
X-linked breast cancer suppressor gene and an important repressor of the 
HER-2/ErbB2 oncogene. Cell. 2007; 129: 1275-86. 

59. Merlo A, Casalini P, Carcangiu ML, Malventano C, Triulzi T, Menard S, et al. 
FOXP3 expression and overall survival in breast cancer. J Clin Oncol. 2009; 27: 
1746-52. 

60. Zhang H, Prado K, Zhang KX, Peek EM, Lee J, Wang X, et al. Biased 
Expression of the FOXP3Delta3 Isoform in Aggressive Bladder Cancer 
Mediates Differentiation and Cisplatin Chemotherapy Resistance. Clin Cancer 
Res. 2016; 22: 5349-61. 

61. Tanchot C, Terme M, Pere H, Tran T, Benhamouda N, Strioga M, et al. 
Tumor-infiltrating regulatory T cells: phenotype, role, mechanism of 
expansion in situ and clinical significance. Cancer Microenviron. 2013; 6: 
147-57. 

62. Nishikawa H, Koyama S. Mechanisms of regulatory T cell infiltration in 
tumors: implications for innovative immune precision therapies. J 
Immunother Cancer. 2021; 9: e002591. 

63. Ohue Y, Nishikawa H. Regulatory T (Treg) cells in cancer: Can Treg cells be a 
new therapeutic target? Cancer Sci. 2019; 110: 2080-9. 

64. Fattahi S, Karimi M, Ghatreh-Samani M, Taheri F, Shirzad H, Mohammad 
Alibeigi F, et al. Correlation between aryl hydrocarbon receptor and IL-17(+) 
and Foxp3(+) T-cell infiltration in bladder cancer. Int J Exp Pathol. 2021; 102: 
249-59. 

65. Finotello F, Trajanoski Z. New strategies for cancer immunotherapy: targeting 
regulatory T cells. Genome Med. 2017; 9: 10. 

66. Wang T, Zhou Q, Zeng H, Zhang H, Liu Z, Shao J, et al. CCR8 blockade primes 
anti-tumor immunity through intratumoral regulatory T cells destabilization 
in muscle-invasive bladder cancer. Cancer Immunol Immunother. 2020; 69: 
1855-67. 

67. Borghaei H, Paz-Ares L, Horn L, Spigel DR, Steins M, Ready NE, et al. 
Nivolumab versus Docetaxel in Advanced Nonsquamous Non-Small-Cell 
Lung Cancer. N Engl J Med. 2015; 373: 1627-39. 

68. Dyrskjot L, Hansel DE, Efstathiou JA, Knowles MA, Galsky MD, Teoh J, et al. 
Bladder cancer. Nat Rev Dis Primers. 2023; 9: 58. 

69. Brahmer JR, Tykodi SS, Chow LQ, Hwu WJ, Topalian SL, Hwu P, et al. Safety 
and activity of anti-PD-L1 antibody in patients with advanced cancer. N Engl J 
Med. 2012; 366: 2455-65. 

70. Herbst RS, Soria JC, Kowanetz M, Fine GD, Hamid O, Gordon MS, et al. 
Predictive correlates of response to the anti-PD-L1 antibody MPDL3280A in 
cancer patients. Nature. 2014; 515: 563-7. 

71. Balar AV, Kamat AM, Kulkarni GS, Uchio EM, Boormans JL, Roumiguie M, et 
al. Pembrolizumab monotherapy for the treatment of high-risk 
non-muscle-invasive bladder cancer unresponsive to BCG (KEYNOTE-057): 
an open-label, single-arm, multicentre, phase 2 study. Lancet Oncol. 2021; 22: 
919-30. 

72. Glorieux C, Xia X, You X, Wang Z, Han Y, Yang J, et al. Cisplatin and 
gemcitabine exert opposite effects on immunotherapy with PD-1 antibody in 
K-ras-driven cancer. J Adv Res. 2022; 40: 109-24. 


