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Abstract. Bladder cancer (BC) is among the most common 
urinary system tumors with a high morbidity and mortality 
worldwide. Despite advancements being made in the diagnosis 
and treatment of bladder cancer, targeted therapy remains the 
most promising treatment, and novel therapeutic targets are 
urgently required in to improve the outcomes of patients with 
BC. Kinesin family member 4A (KIF4A) is a plus‑end directed 
motor protein involved in the regulation of multiple cellular 
processes, such as mitosis and axon growth. Notably, KIF4A 
plays important roles in tumor growth and progression, and its 
expression is associated with the prognosis of several types of 
cancer. However, the potential role and molecular mechanisms 
of KIF4A in bladder cancer development remain unclear. The 
present study demonstrated that KIF4A was highly expressed 
in human BC tissues, and its expression was associated with 
patient clinicopathological characteristics, such as tumor stage 
(P=0.012) and with the prognosis of patients with BC. It was 
further found that KIF4A promoted the cell proliferation of 
bladder cancer both in vitro and in vivo. On the whole, the 
data presented herein provide evidence that KIF4A promotes 
the development of BC through the transcriptional activation 
of the expression of CDCA3. The present study indicates the 
involvement of KIF4A in the progression of BC and suggests 
that KIF4A may be a promising therapeutic target for the treat‑
ment of BC.

Introduction

Bladder cancer (BC) is one of the most common type of 
urinary system tumors with a high morbidity and mortality 
worldwide (1‑3). In 2017, approximately 80,000 new cases 
of BC were diagnosed in the USA, leading to almost 
15,000 deaths (4,5). The traditional treatment methods for BC, 
such as surgical treatment, radiotherapy and chemotherapy, 
are largely dependent on the stage and grade of BC (6,7). The 
5‑year total survival rates for advanced BC remain <20% (8). 
Despite advancements being made in the diagnosis and treat‑
ment for BC, the survival rates of patients remained unaltered 
until the emergence of targeted therapy (9). The BC molecular 
targets, such as phosphatidylinositol‑4,5‑bisphosphate 3‑kinase 
catalytic subunit alpha (PIK3CA), epidermal growth factor 
receptor (EGFR) and neuroblastoma RAS viral oncogene 
homolog (NRAS), have already been studied, and therapeutic 
drugs targeting these proteins have been preliminarily devel‑
oped (10). However, in order to improve the survival rates of 
patients with BC, novel and promising therapeutic targets are 
urgently required.

Kinesin family proteins are a class of microtubule‑depen‑
dent motor proteins that travel along microtubule tracks and 
mediate multiple cellular processes, such as mitosis and vesi‑
cles transport (11‑13). Kinesin family member 4A (KIF4A), a 
member of the kinesin family, is a plus end directed motor 
protein  (14). Previous studies have indicated that KIF4A 
is dominantly localized in the nucleus and affects multiple 
cellular processes (15,16). KIF4A regulates mitosis through 
various mechanisms, including the regulation of spindle 
assembly, chromosome regulation and segregation  (17,18). 
Additionally, KIF4A participates in the process of DNA repair 
and replication, and further maintains genetic stability (19). 
KIF4A also promotes axon growth in neuronal cells (14).

Importantly, KIF4A is highly expressed in multiple human 
tissues and is overexpressed in several types of tumors, such as 
colorectal cancer (20). Researchers have revealed the involve‑
ment of KIF4A in the growth and progression of multiple types 
of cancer (20‑22). KIF4A could serve as a potential contributor 
of several types of cancer, including lung cancer, colorectal 
cancer, and hepatocellular carcinoma (HCC), and its expres‑
sion has been shown to be associated with the prognosis of 
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these types of cancer (20‑22). Although the function of KIF4A 
in tumor development have gained increasing attention, the 
possible role and mechanisms of KIF4A in the progression of 
BC remain unclear.

Cell division cycle‑associated protein 3 (CDCA3) is a cell 
cycle regulator involved in the progression of multiple types 
of cancer, such as breast cancer and gastric cancer (23,24). 
CDCA3 has been shown to affect the proliferation, migration 
and apoptosis of cancer cells, and could therefore serve as a 
promising therapeutic target for tumors (25). Several proteins 
promote the progression of cancers via CDCA3 (26).

The present study demonstrated that KIF4A was highly 
expressed in human BC tissues. The data further confirmed 
that KIF4A expression was associated with tumor stage and 
the prognosis of patients with BC. KIF4A promoted BC cell 
proliferation in vivo and in vitro. Importantly, it was confirmed 
that KIF4A promoted BC progression via transactivating the 
expression of CDCA3. Collectively, the findings of the present 
study indicate the involvement of KIF4A in the progression 
of BC and demonstrate that KIF4A may serve as a promising 
therapeutic target for the treatment of BC.

Materials and methods

Biological analysis. Biological analysis was conducted to 
investigate the mRNA levels of KIF4A in tumor and normal 
tissues and explore the link between KIF4A and the prognosis 
of patients with BC. Gene Expression Profiling Interactive 
Analysis (GEPIA; http://gepia.cancer‑pku.cn/detail.
php?gene=KIF4A/) was used to collate and analyze The 
Cancer Genome Atlas (TCGA) data with a threshold of P<0.05 
and LogFC >1 or <‑1 for differential genes, and the median 
was used as the basis for dividing the patients into two groups 
for Kaplan‑Meier survival analysis; the log rank test was used 
to assess significant differences. The 95% confidence interval 
is marked with a dotted line in the cell survival plots. All the 
data on the survival rates were obtained from TCGA.

Antibodies, primers and plasmids. Anti‑KIF4A antibody 
[1:400 dilution for immunohistochemistry (IHC), 1:2,000 dilu‑
tion for western blot analysis and 1:50 dilution for ChIP assay, 
ab122227; Abcam], anti‑CDCA3 antibody (1:100 dilution, 
AB_2719030; Thermo Fisher Scientific, Inc.), anti‑β‑actin 
antibody (1:1,000 dilution, ab8226; Abcam), anti‑Ki67 anti‑
body (1:1,000 dilution, ab16667; Abcam), anti‑proliferating 
cell nuclear antigen (PCNA) antibody (1:500 dilution, ab29; 
Abcam), anti‑cyclin D1 antibody (1:500 dilution, ab16663; 
Abcam), anti‑cyclin A antibody (1:500 dilution, ab185619; 
Abcam).

The sequences of primers used for reverse transcrip‑
tion‑quantitative PCR (RT‑qPCR) were as follows: KIF4A 
forward, 5'‑TCT​GTT​TCA​GGC​TGC​TTT​CA‑3' and reverse, 
5'‑GCC​CTG​AAA​TAT​TTG​ATT​GGA​G‑3'; CDCA3 forward, 
5'‑TGG​TAT​TGC​ACG​GAC​ACC​TA‑3' and reverse, 5'‑TGT​
TTC​ACC​AGT​GGG​CTT​G‑3'; and GAPDH forward, 5'‑TGA​
CTT​CAA​CAG​CGA​CAC​CCA‑3' and reverse, 5'‑CAC​CCT​
GTT​GCT​GTA​GCC​AAA‑3'.

The shRNA plasmids of KIF4A and CDCA3, as well as 
other plasmids, including pEnter‑KIF4A, pEnter‑CDCA3, and 
pGL‑CDCA3 plasmids were constructed by the authors.

The shRNA sequences which specifically targeted KIF4A 
were as follows: 5'‑AAC​AGG​AAG​AAG​TCT​TCA​ATA​CA‑3'. 
In addition, the shRNA targeted sequences which specifically 
targeted CDCA3 were as follows: 5'‑AAC​TGG​AGG​GTC​TTA​
AAC​ATG​CC‑3'.

Human tissue samples. A total of 159 human BC tissues and 
corresponding normal tissues were obtained from the First 
Affiliated Hospital and College of Clinical Medicine of Henan 
University of Science and Technology from March, 2020 to 
October, 2020. The relevant experiments were in line with 
the requirements of the Declaration of Helsinki and had been 
approved by the hospital. All patients were treated with surgery 
only, and no chemoradiotherapy was used. All patients were 
enrolled with informed consent. All studies were approved by 
the IACC of the First Hospital of Xi'an Jiaotong University 
(approval no. 2020‑03‑B003).

Through IHC staining, it was found that KIF4A was located 
in the nucleus of BC tissues. The intensity of staining was scored 
for 4 grades as follows: 0, negative staining; 1, low staining 
intensity; 2, medium staining intensity; 3, high staining inten‑
sity. The product (combination of proportion scores of positively 
stained cells and respective intensity scores) was used as the 
final staining score (a minimum value of 0 and a maximum 
value of 300). Scores of 0‑100 were considered as low expres‑
sion, and scores of 101‑300 was considered as high expression.

CDCA3 was found to be expressed in the cytoplasm of 
BC samples. The expression level of CDCA3 was manually 
divided into 4 groups based on the staining intensity (0, nega‑
tive staining; 1, low staining intensity; 2, medium staining 
intensity; 3, high staining intensity). Moreover, the proportion 
of stained cells was shown as follows (0, 0% stained cells; 1, 
1‑30% stained cells; 2, 31‑60% stained cells; and 3, 61‑100% 
stained cells) The score of staining intensity x the score of 
stained cells percentage <1 or =1 was considered as negative 
staining, a score of 2‑4 was considered as low staining and a 
score >4 was considered as CDCA3 high staining.

The sections from each patient were observed within a total 
of 5 visual fields, and 2 experienced pathologists examined the 
sections.

Cells, cell culture and transfection. The T24 (SCSP‑536) 
and 5637 (TCHu 1) human BC cells were purchased from 
the The Cell Bank of Type Culture Collection of the Chinese 
Academy of Sciences and maintained in McCoy's 5a medium 
and RPMI‑1640 culture medium (Gibco; Thermo Fisher 
Scientific, Inc.), respectively, supplemented with 10% of fetal 
bovine serum (FBS; Gibco; Thermo Fisher Scientific, Inc.) and 
incubated at 37˚C in a 5% CO2 incubator.

The indicated plasmids in the present study were trans‑
fected into BC cells using Lipofectamine® 3000 (L3000015; 
Invitrogen; Thermo Fisher Scientific, Inc.). To perform trans‑
fection in 6‑well plates, 1 µg plasmids and 5 µl Lipofectamine® 
were respectively added into 500  µl Opti‑MEM (Gibco; 
Thermo Fisher Scientific, Inc.) for 5 min, subsequently mixed 
for 20 min and added to the cells without serum, after 4 h, 
the medium was refreshed with complete medium. The subse‑
quent in vitro assays were performed after 24 h. The stable 
knockdown of KIF4A in the cell lines was achieved by the use 
of KIF4A depletion or control and used for the animal assays.
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RT‑qPCR. Total RNA was extracted from the T24 and 5637 
cells using TRIzol® reagent (15596‑018; Invitrogen; Thermo 
Fisher Scientific, Inc.). Total RNA was then reverse transcribed 
using the M‑MLV reverse transcriptase kit (M1701; Promega 
Corporation). The primer sequences have been described 
above. qPCR was performed through the use of SYBR‑Green 
mixture (RR420A; Takara Bio, Inc.), and the expression levels 
of KIF4A and CDCA3 were normalized to those of GAPDH. 
The thermocycling conditions were used for qPCR were as 
follows: Initial denaturation at 95˚C for 3 min; followed by 
30 cycles of denaturation at 95˚C for 30 sec, annealing at 58˚C 
for 30 sec and extension a 72˚C for 30 sec. The 2‑ΔΔCq method 
was used to quantify the results (27).

Western blot analysis. All the cell and tissue samples were 
lysed with RIPA buffer (R0278; Sigma‑Aldrich; Merck 
KGaA) to isolate total proteins and the proteins were sepa‑
rated by SDS‑PAGE. The tge BCA method was used for 
protein determination. SDS‑PAGE was performed, and 10% 
gel was used for the SDS‑PAGE assay. A total of 20  µg 
protein was loaded per lane. The proteins were sequentially 
transferred onto nitrocellulose (NC) membranes, followed 
by blocking with 5% fat‑free milk in TBST buffer at room 
temperature for 2 h. The NC membranes were then incubated 
with primary antibodies to KIF4A, CDCA3, Ki67, PCNA, 
cyclin D1, cyclin A and β‑actin at room temperature for 1.5 h. 
Subsequently the membranes were incubated with rabbit or 
mouse HRP‑conjugated secondary antibodies (1:5,000 dilu‑
tion, ab6721 for rabbit, and ab6728 for mouse; Abcam) at 
room temperature for 1 h. Signals were then visualized using 
an ECL kit (ab65623; Abcam). Signal intensity was measured 
using ImageJ (version 1.8.0; National Institutes of Health).

Colony formation assay. The BC cells, T24 and 5637, were 
transfected with the shRNA plasmids or overexpression plas‑
mids for 48 h and then re‑seeded into 6‑well plates at a density 
of almost 500  cells each well and maintained for almost 
2 weeks, when the colonies were formed. The colonies were 
then fixed with methanol at ‑20˚C for 10 min and stained with 
0.1% crystal violet (332488; Sigma‑Aldrich; Merck KGaA) at 
room temperature for 20 min. After washing with PBS, the 
stained colonies were then photographed and the differences 
in colony numbers between the control‑ and KIF4A shRNA 
plasmid‑transfected BC cells were calculated.

MTT assay. Both the T24 and 5637 cells were transfected with 
the shRNA plasmids or overexpression plasmids for 48 h and 
then seeded into the 96‑well plates at a density of 1,000 cells 
each well and maintained for ~48 h. Cells were then treated 
with MTT (5 mg/ml, M2128; Sigma‑Aldrich; Merck KGaA) 
for 4 h and washed with PBS 3 times. Cells were then stained 
by the use of 150 µl DMSO and the optical density (OD) value 
at a wavelength of 570 nm was measured and analyzed by a 
multifunctional enzyme label instrument (SpectraMax i3x; 
Molecular Devices).

CCK‑8 assay. BC cells were plated into 96‑well plates at a 
density of ~1,000 cells per well and subsequently transfected 
with the shRNA plasmids or overexpression plasmids for 48 h. 
The cells were then treated with CCK‑8 (ab228554; Abcam) 

for 3 h and the absorbance value was measured at a wavelength 
of 490  nm by a multifunctional enzyme label instrument 
(SpectraMax i3x; Molecular Devices).

Cell cycle assay. Following transfection for 24 h, the cells 
were fixed using 70% ethyl alcohol for 24 h at ‑20˚C and incu‑
bated with a concentration of 50 µg/ml propidium iodide (PI) 
at 37˚C for 30 min, subsequently the samples were analyzed 
by the use of a FACSCalibur flow cytometer (FACSAria III; 
BD Biosciences). The percentage of cells in different phases, 
including the G1, S and G2/M phases was compared between 
the control‑transfected and KIF4A‑depleted cells.

Tumor growth in vivo assay. Animal maintenance and oper‑
ation in the present study were approved by the Institutional 
Animal Care Committee (IACC) of the First Hospital 
of Xi'an Jiaotong University. Female BALB/c nude mice 
(8 weeks old; weithing ~20 g) were supplied by Beijing Vital 
River Experimental Animal Technology Co., Ltd. Mice were 
fed with food and water ad libitum and were fed at specific 
pathogen‑free conditions at 20˚C, 60% humidity and alter‑
nating 12‑h light/dark cycles. A total of 12 athymic nude 
mice were included in the control (n=6) and shRNA (n=6) 
groups. The mice were sacrificed by excessive anesthesia 
via intraperitoneal injection with pentobarbital sodium at a 
concentration of 120 mg/kg. The hearts of the mice were 
then monitored and their deaths were confirmed by cardiac 
arrest. To measure tumor growth capacity in vivo, ~1x106 
T24 cells were stably transfected with KIF4A‑targeted 
shRNA plasmids to stably deplete the expression of KIF4A 
and injected subcutaneously into the right flanks of female 
nude mice (6 for each group). After 2 weeks, tumors began 
to form, and the volume was measured up to 7 weeks. The 
tumor volume was calculated as follows: Length x (width2)/2. 
The tumor growth curves were calculated and compared 
between the two groups.

ChIP and luciferase assays. ChIP assays were performed 
using a commercial kit, the ChIP assay kit (ab500; Abcam). A 
total number of 108 T24 cells were crosslinked, resuspended 
and lysed with RIPA buffer (R0278; Sigma‑Aldrich; Merck 
KGaA), then sonicated so as to shear the DNA into a range of 
500‑1,000 bp. Chromatin fraction was then immunoprecipi‑
tated by the use of KIF4A or IgG (ab172730; Abcam, 1:200 
dilution) antibodies at 4˚C for 6 h, respectively, and the mix 
was enriched by the use of protein A Agarose (5015979001; 
Roche Diagnostics). Beads were isolated and washed with PBS 
5 times. DNA was finally purified and RT‑qPCR assays were 
performed as described above.

For luciferase assays, T24 cells were maintained 
and transfected with 1  µg pGL‑CDCA3, pGL‑CDCA1, 
pGL‑CDCA8, pGL‑Basic pEnter‑KIF4A overexpression 
plasmids overnight by 5 µl Lipofectamine®. The luciferase 
reporter plasmid was bought from Merck (SRE0045). 
At 1 day following transfection, the cells were washed with 
PBS twice and lysed with RIPA (R0278; Sigma‑Aldrich; 
Merck KGaA), and the luciferase activities were detected 
by the use of a luciferase assay kit (ab253393; Abcam). The 
normalization was performed by comparison with Renilla 
luciferase activity.
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Statistical analysis. GraphPad 6.0 software was used for all 
statistical analyses in the present study. Data are represented 
as the mean ± SEM. Paired t‑tests was used to compare the 
expression of KIF4A in tumor tissues and normal tissues. 
One‑way ANOVA with Tukey's post hoc test were used to make 
comparisons among multiple groups. Moreover, the analysis 
of the association between the clinicopathological features of 
patients with BC and KIF4A expression was performed using 
the χ2  test. Kaplan‑Meier survival analysis was performed 
to evaluate the prognosis of patients and the log rank test 
was used to determine statistically significant differences. 
Pearson's correlation analysis was also performed to deter‑
mine the correlation between KIF4A and CDCA3 expression. 
The unpaired t‑test was used for statistical comparisons, and 
P<0.05 was considered to indicate a statistically significant 
difference.

Results

KIF4A is highly expressed in human BC tissues and is 
associated with the prognosis of patients with BC. As a 
member of kinesin proteins, KIF4A can mediate the process 
of mitosis and tumorigenesis (16). The possible role of KIF4A 
on the progression of BC remains unclear. Therefore, KIF4A 
expression in BC tissues obtained from surgery and the 
corresponding normal tissues isolated from 159 patients was 
measured by IHC.

It was noted that KIF4A was mainly expressed in the 
nucleus and exhibited a brown‑yellow granular appearance. The 
expression level of KIF4A was graded according to the staining 
intensity and the staining area. According to the staining 
results, it was found that KIF4A was located in the nucleus 
of cancer cells, and highly expressed in BC tissues, compared 

to the adjacent normal tissues  (Fig.  1A). In addition, the 
mRNA levels of KIF4A were detected in 30 tumor tissues and 
corresponding normal tissues from patients with BC. Through 
RT‑qPCR assays, it was found that the mRNA levels of KIF4A 
were markedly upregulated in the tumor tissues, consistent 
with data presented in Fig. 1A (Fig. 1B). Similarly, western 
blot analysis revealed the high expression of KIF4A in tumor 
tissues compared with normal tissues (Fig. 1C).

The mRNA levels of KIF4A was also significantly high in 
a total of 404 tumor tissues, compared with that in 28 normal 
tissues, which was analyzed using TCGA data (Fig. 1D). To 
further explore the effects of KIF4A on the progression of BC, 
the effects of KIF4A on the prognosis of BC were evaluated. 
Through Kaplan‑Meier survival analysis using TCGA data, 
it was found that the mRNA level of KIF4A was evidently 
associated with the disease‑free survival rate of two sets 
of patients with BC (Fig. 1E). However, no association was 
found between KIH4A and the overall survival of patients 
(data not shown). Collectively, these data demonstrated that 
KIF4A expression was associated with the prognosis of 
patients with BC.

Link between KIF4A expression and the clinicopathological 
characteristics of patients with BC. The potential link between 
the clinicopathological features of the 159 patients with BC 
and KIF4A expression was further assessed. Patient age, sex, 
tumor stage, grade and lymph node metastasis were analyzed, 
respectively. Of note, it was found that KIF4A expression was 
positively associated with tumor stage (P=0.012, Table  I), 
whereas no significant associations were found between the 
expression of KIF4A and other clinicopathological features, 
including patient age (P=0.360), sex (P=0.566), tumor grade 
(P=0.236) and lymph node metastasis (P=0.889) (Table I).

Table I. Association of KIF4A and clinicopathological characteristics of 159 patients with BC.

	 KIF4A expression
	----------------------------------------------------------------------
Feature	 All n=159	 Low (n=58)	 High (n=101)	 χ2	 P‑value

Age (years)				    0.836	 0.360
  <65	 119	 41	 78		
  ≥65	 40	 17	 23		
Sex				    0.330	 0.566
  Male	 87	 30	 57		
  Female	 72	 28	 44		
Tumor stage				    6.362	 0.012a

  T1‑T2	 67	 32	 35		
  T3/T4	 92	 26	 66		
Tumor grade				    1.407	 0.236
  Low	 59	 25	 34		
  High	 100	 33	 67		
Lymph node metastasis			   0.020		  0.889
  Yes	 51	 19	 32		
  No	 108	 39	 69		

aStatistically significant (P<0.05). KIF4A, kinesin family member 4A; BC, bladder cancer.
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Knockdown of KIF4A in BC cells leads to an impaired 
capacity of proliferation in  vitro. The present study then 
explored whether KIF4A affects the proliferation of BC 
cells in vitro. To explore the role of KIF4A in cell prolifera‑
tion, KIF4A shRNA plasmids were first used to knock down 
the expression of KIF4A in BC cells, and its effects on cell 
proliferation were then detected. In total, two types of BC 
cells were used in these assays, the T24 and 5637 cells. The 
decreased expression of KIF4A following shRNA transfection 
was examined by RT‑qPCR and western blot analysis. As was 
expected, the results indicated that the KIF4A expression level 
was significantly decreased in KIF4A shRNA‑transfected T24 
and 5637 cells (Fig. S1A and B).

Subsequently, the effects of KIF4A on the proliferation 
of BC cells were detected through colony formation, MTT 
and CCK‑8 assays. The results of colony formation assays 
revealed that the number of colonies formed was markedly 
decreased following the knockdown of KIF4A in T24 and 
5637 cells (Fig. 2A). Similarly, the results of MTT assay 
revealed that the KIF4A‑depleted T24 and 5637 cells exhib‑
ited an evidently decreased absorbance value at the 570 nm 
wavelength (Fig. 2B). Similarly, through CCK‑8 assays, it was 
found that the depletion of KIF4A led to a decrease in the 
absorbance value at the 490 nm wavelength, suggesting the 

suppression of cell proliferation induced by the knockdown 
of KIF4A (Fig. 2C).

To confirm the findings presented in Fig. 2A‑C, the expres‑
sion levels of 2 proliferative cell markers, PCNA and Ki67, were 
detected, respectively. A significant decrease in the PCNA and 
Ki67 expression levels was observed in the KIF4A‑depleted 
BC cells, consistent with the decline in the cell proliferative 
capacity (Fig. 2D and E). Therefore, these data confirmed the 
promoting effects of KIF4A on BC cell proliferation.

KIF4A knockdown results in the arrest of the BC cell cycle. 
The cell cycle is known to be precisely controlled by various 
regulators to mediate cell proliferation. The present study then 
analyzed the differences in the cell cycle between the control 
and KIF4A‑depleted T24 and 5637 cells. The results revealed 
that the depletion of KIF4A increased the percentage of T24 and 
5637 cells in the S phase (Fig. S2A), suggesting the arrest of the 
cell cycle. In addition, the expression of the cell cycle markers, 
cyclin D1 and cyclin A was detected by western blot analysis, 
and the results revealed the evident decrease in cyclin D1 and 
cyclin A expression in the KIF4A‑depleted T24 and 5637 cells, 
consistent with the aforementioned results shown in in Fig. S2A 
(Fig. S2B). On the whole, these data demonstrated that KIF4A 
depletion resulted in cell cycle arrest in BC.

Figure 1. KIF4A is highly expressed in human BC tissues and is associated with a poor prognosis of patients with BC. (A) Representative images of the KIF4A 
expression level detected by immunohistochemical staining of BC tissues and normal tissues (x100 and x200 magnification, respectively). Scale bar, 5 mm. 
(B) RT‑qPCR assays showing the mRNA levels of KIF4A in 30 tumor tissues and the corresponding normal tissues from patients with BC. (C) Western blot 
analysis showing the expression levels of KIF4A in tumor tissues and corresponding normal tissues from patients with BC. (D) mRNA levels of KIF4A in 
404 BC tissues and 28 normal tissues were compared according to TCGA data. (E) Kaplan‑Meier plot analysis of two sets of data for the disease‑free survival 
rate between high and low KIF4A expression groups according to TCGA data. KIF4A, kinesin family member 4A; BC, bladder cancer.
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KIF4A promotes the tumor growth of BC cells in vivo. The 
aforementioned results (Figs. 2 and S2) provided the evidence 
that KIF4A promoted cell proliferation and affected the cell 
cycle of BC in vitro. To further investigate whether KIF4A 
knockdown can suppress tumor growth, in vivo animal assays 
were performed. T24 cells stably transfected with control or 
KIF4A shRNA plasmids were injected into nude mice. After 
2 weeks, tumors began to form. A total of five representative 
tumor samples in each group were photographed and are 
shown in Fig. 3A. After 7 weeks, the tumors were isolated, 
tumor volumes were compared, and the growth curves were 
calculated. From the tumor growth curves, it was noted that the 
tumors in the KIF4A‑depleted groups were markedly smaller 
than those of the control group (Fig. 3A). To confirm the effec‑
tive decrease, KIF4A expression was detected in tumor tissues, 
and the results of both western blot analysis and ICH revealed 
that the expression of KIF4A in the tumors derived from 
KIF4A‑depleted cells was markedly decreased compared with 

that in the controls (Fig. 3B and C). Collectively, these results 
indicated that KIF4A promoted the tumor growth of BC cells 
in mice.

KIF4A promotes BC development by promoting the expression 
of CDCA3. As it was determined that KIF4A regulated cell 
proliferation in BC both in vitro and in vivo, the regulatory 
mechanisms underlying the promoting effects of KIF4A on 
BC cell proliferation were then investigated.

The aforementioned results (Fig. S2) indicated that the 
depletion of KIF4A significantly led to cell cycle arrest in 
BC. Through the analysis of TCGA data, it was found that 
the CDCA family members CDCA1, CDCA3 and CDCA8, 
which are key regulators of the cell cycle, were significantly 
highly expressed in BC tissues. Through TCGA data, it was 
further found that KIF4A expression significantly and posi‑
tively correlated with the expression of CDCA1 (Fig. S3A, left 
panel), CDCA3 (Fig. 4A) and CDCA8 (Fig. S3A, right panel) 

Figure 2. KIF4A promotes the proliferation of BC cells in vitro. (A) Colony formation assays revealed the difference in the proliferative capacity of T24 and 
5637 cells transfected with control or KIF4A shRNA plasmids. Scale bar, 5 mm. (B) MTT assays showing the proliferative capacity of BC cells transfected 
with control or KIF4A shRNA plasmids. (C) CCK‑8 assays exhibited the proliferation of BC cells was inhibited after KIF4A depletion. (D) Western blot 
analysis showing the expression levels of PCNA in control or KIF4A shRNA‑transfected T24 and 5637 cells. (E) Western blot analysis showing the expression 
of Ki67 in control or KIF4A shRNA‑transfected BC cells. Results are presented as the mean ± SEM; *P<0.05, **P<0.01 and ***P<0.001, vs. control. KIF4A, 
kinesin family member 4A; BC, bladder cancer; PCNA, proliferating cell nuclear antigen.RETRACTED
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in BC, suggesting that KIF4A regulates the expression of these 
proteins.

Importantly, by performing luciferase assays, the present 
study further examined whether KIF4A can transcription‑
ally promote CDCA3 expression. The pGL‑CDCA3 plasmid 
containing the promoter region of CDCA3 was co‑transfected 
with pEnter‑vector or pEnter‑KIF4A plasmid into T24 cells. 
According to the results, it was show that KIF4A could 
promote the activation of CDCA3 promoter in T24 cells 
(Fig. 4B). However, it was noted that KIF4A could not promote 
the activation of CDCA1 and CDCA8 (Fig. S3B). Of note, 
through ChIP assays, it was found that KIF4A antibody could 
be specifically co‑immunoprecipitated by the promoter frag‑
ment of CDCA3 in T24 cells. Moreover, IgG antibody could 
not be co‑immunoprecipitated, suggesting the specific binding 
of KIF4A with CDCA3 promoter (Fig. 4C). It was also found 
that KIF4A could not bind with the promoter of CDCA1 and 
CDCA8 (Fig. S3C). It was thus determined that KIF4A could 
not regulate the expression of CDCA1 and CDCA8.

Subsequently, RT‑qPCR and western blot analysis were 
further conducted to detect the expression levels of CDCA3 in 
both KIF4A overexpression and depleted T24 cells. The over‑
expression of CDCA3 and KIF4A in T24 cells was observed 
(Fig. S4). In addition, the knockdown of KIF4A decreased the 
expression level of CDCA3 at the mRNA and protein level, 
respectively (Fig. 4D and E).

To further explore whether KIF4A promotes the prolif‑
eration of BC cells through the transcriptional activation of 
CDCA3, rescue assays were then performed. Through colony 
formation assays, it was revealed that the inhibition of cell 

proliferation induced by KIF4A knockdown was evidently 
reversed by CDCA3 overexpression (Fig. 4F). Additionally, 
CDCA3 overexpression following KIF4A depletion reversed 
the suppression of the proliferation of T24 and 5637 cells, which 
was confirmed through MTT assays (Fig. 4G). Collectively, 
these data demonstrate that KIF4A transcriptionally activates 
the expression of CDCA3.

KIF4A cooperates with CDCA3 to promote the growth of BC. 
The aforementioned results presented in Fig. 4 revealed that 
KIF4A could bind to the CDCA3 promoter and transactivate 
CDCA3, further promoting the proliferation of BC cells. The 
present study then aimed to confirm this finding using clinical 
samples. IHC assays were performed using the tumor tissue 
samples surgically obtained from human BC tissues, and the 
expression levels of both KIF4A and CDCA3 were detected 
and analyzed in continuous slices of tumor tissues. Notably, it 
was found that the expression of CDCA3 was mainly located 
in the cytoplasm and evidently associated with the expression 
of KIF4A (P<0.001, Fig. 5 and Table II). Based on these results, 
it was determined that KIF4A promotes the progression of BC 
through the transcriptional activation of CDCA3.

Discussion

Over the years, targeted therapy for BC has attracted increasing 
attention with its numerous advantages (28). Due to the high 
metastasis of cancer, advancements in targeted therapy are 
urgently required  (29‑31). At present, multiple molecular 
markers of BC, which have potential value for the diagnosis 

Figure 3. KIF4A promotes tumor growth of BC cells in mice. (A) Representative images of tumors in nude mice formed by T24 cells infected with control or 
KIF4A shRNA lentivirus (n=5 in each group). Volume of tumors from different groups was measured. Scale bar, 5 mm. (B) Western blot analysis showing the 
expression level of KIF4A in control tissues and in tumor tissues derived from BC cells in which KIF4A was knocked down. (C) Immunohistochemical staining 
results revealed the expression level of KIF4A in control and KIF4A‑depleted tumor tissues. Scale bar, 5 mm. Results are presented as the mean ± SEM; 
*P<0.05 and **P<0.01, vs. control. KIF4A, kinesin family member 4A; BC, bladder cancer.
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and prognosis of BC, have already been revealed  (32). To 
improve the prognosis of patients with BC, novel therapeutic 
targets still need to be developed. Importantly, the present 
study found that a member of kinesins, KIF4A, was associ‑
ated with the poor prognosis of patients with BC. KIF4A was 
also associated with the clinical features of patients with BC. 

Furthermore, KIF4A promoted BC cell proliferation in vitro 
and in vivo by transactivating CDCA3 (Fig. 6). Therefore, 
KIF4A may be considered as a novel therapeutic target for BC.

KIF4A is known to be involved in the regulation of 
chromosome congression and spindle dynamics during 
mitosis (33,34). In the present study, it was found KIF4A that 

Figure 4. KIF4A transcriptionally activates the expression of CDCA3. (A) TCGA data revealed the correlation between KIF4A and CDCA3 expression in 
human BC tissues. (B) Luciferase activity of pGL3‑Basic, pGL3‑CDCA3 in T24 cells co‑transfected with pEnter‑KIF4A or pEnter‑vector plasmids analyzed 
by luciferase reporter assays. (C) PCR amplification of the anti‑IgG or anti‑KIF4A antibody enriched CDCA3 promoter fragment in T24 cells performing ChIP 
assays. (D) KIF4A and CDCA3 expression level in pEnter‑vector or pEnter‑KIF4A transfected T24 cells were detected by western blot analysis. (E) KIF4A and 
CDCA3 expression level in control‑ or KIF4A shRNA‑transfected T24 cells were detected by RT‑qPCR. (F) Colony formation assays showing the difference 
in the proliferative capacity between T24 cells transfected with the indicated shRNAs and/or plasmids. (G) Left panel, MTT assays exhibited the difference in 
the proliferative capacity between T24 cells transfected with the indicated shRNAs and/or plasmids. Right panel, the difference in the proliferative capacity 
between 5637 cells transfected with the indicated shRNAs and/or plasmids. Scale bar, 5 mm. pcDNA3.1‑KIF4A vs. pcDNA3.1‑vector, shKIF4A vs. shControl, 
and shKIF4A + pcDNA3.1‑CDCA3 vs. shKIF4A + pcDNA3.1‑vector. Results are presented as the mean ± SEM; **P<0.01 and ***P<0.001, vs. respective control. 
KIF4A, kinesin family member 4A; BC, bladder cancer; CDCA3, cell division cycle‑associated protein 3.
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affected the proliferation of BC cells in vitro and in mice, 
which was largely due to the effects on chromosomes and 
spindle. Another study demonstrated that KIF4A depletion led 
to the defects of chromosome formation and spindle organiza‑
tion, subsequently resulting in cell cycle arrest, consistent with 
our conjecture (18).

The effects of KIF4A on the cell cycle have been exten‑
sively studied in cancer cells. KIF4A ablation has been shown 
to cause the activation of SAC and further lead to cell cycle 
arrest at the G2/M phase (35). Another study indicated that 
HCC cells were arrested in the G2/M phase caused by KIF4A 
knockdown (36). Similarly, the present study found that KIF4A 
depletion blocked the BC cell cycle. Of note, it was also found 
that KIF4A promoted the transcription of CDCA3, a cell cycle 

regulator, and contributed to the control of cell cycle in BC 
cells, which may affect the growth of BC. Notably, KIF4A 
may also prevent cell apoptosis and thus promote tumorigen‑
esis (36). Whether KIF4A regulates the development of BC by 
affecting cell apoptosis is also worthy of further study.

As is known, KIF4A serves as an oncogene and is involved 
in multiple types of tumors, such as breast, colorectal and 
oral cancer (20,37,38). KIF4A overexpression blocks cancer 
cell growth in the stomach  (39). In breast cancer, KIF4A 
could mediate the Rad51 pathway through the interact with 
BRCA2 (40). Similarly, an increased KIF4A expression level 
has also been considered as a potential clinical and prognostic 
biomarker in prostate cancer (41). The present study demon‑
strated that KIF4A was associated with a poor prognosis 
of BC, and affected the progression of BC by regulating 
proliferation. The present study, together with other studies 
on KIF4A in cancer development, indicated the oncogene role 
of KIF4A in multiple types of cancer. However, the specific 
effects of KIF4A among different tumors also require further 
investigation.

In the present study, it was found that the CDCA family 
proteins, CDCA1, CDCA3 and CDCA8, were highly expressed 
in BC tissues according to TCGA data. Further analyses 
confirmed that the expression of KIF4A positively correlated 
with CDCA1, CDCA3 and CDCA8 expression in BC tissues. 
However, through ChIP and luciferase assays, it was found that 
only CDCA3 could be regulated by KIF4A. Therefore, these 
findings confirmed that KIF4A could affect the progression of 
BC by regulating CDCA3 expression.

Previous research has demonstrated that CDCA3 expres‑
sion is related to an improved overall survival of patients with 

Table II. Association between KIF4A and CDCA3 expression in 159 patients with BC.

	 KIF4A
	----------------------------------------------------------------------------------
All patients (n=159)	 Low (n=58)	 High (n=101)	 χ2	 P‑value

CDCA3			   18.849	 <0.001
Low (n=71)	 39	 32		
High (n=88)	 19	 69		

Figure 5. Expression of CDCA3 is positively associated with KIF4A in 
human BC tissues. Immunohistochemical staining assays showing CDCA3 
and KIF4A expression levels in tissues from patients with BC. Scale bar, 
5 mm. KIF4A, kinesin family member 4A; BC, bladder cancer; CDCA3, cell 
division cycle‑associated protein 3.

Figure 6. Regulatory model for the role of KIF4A in BC progression. In the 
present study, it was found that KIF4A transcriptionally activated CDCA3, 
promoted cell proliferation through the control of cell cycle and further 
promoted BC development. KIF4A, kinesin family member 4A; BC, bladder 
cancer; CDCA3, cell division cycle‑associated protein 3.
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BC (42). Notably, it was found that KIF4A activated the expres‑
sion of CDCA3, and further promoted the development of BC. 
In fact, it has been confirmed that kinesins cab transcriptional 
regulate CDCA family protein expression and promote cancer 
progression. For example, KIF18B has been shown to promote 
the proliferation of pancreatic ductal adenocarcinoma (PDAC) 
via activating CDCA8 expression (43).

Apart from KIF4A, several proteins promote cancer 
development by transcriptionally activating CDCA3. HoxB3 
can promote prostate cancer progression via the promotion 
of CDCA3 expression (44). As a cell cycle regulator, CDCA3 
also promotes the development of cancer progression, such 
as oral cancer (45). CDCA3 is also high expression in BC 
tissues. A previous study indicated that CDCA3 promoted the 
proliferation of colorectal cancer cells via the activation of the 
cyclin D1 signaling pathway (46). The present study screened 
CDCA3 as a downstream protein of KIF4A through ChIP 
assays; further molecular mechanisms need to be studied in 
view of its role in BC development. In the future, the authors 
aim to examine the mechanisms through which KIF4A further 
influences the BC cell cycle and proliferation by regulating 
CDCA3 transcription.

There are several other factors which are involved in 
the progression of BC. For example, CDODA‑Me has been 
shown to decrease specificity protein transcription factors and 
to exhibit anti‑neoplastic activity in bladder cancer cells by 
inducing reactive oxygen species (ROS) (47). Another study 
demonstrated the importance of the microenvironment of BC, 
providing evidence that the predominance of M2‑polarized 
macrophages affected the angiogenesis, tumor grade and inva‑
siveness of BC (48). The present study found that KIF4A plays 
a role in BC progression. However, it should also be determined 
whether KIF4A affects ROS and the microenvironment, and 
the underling mechanisms need to be elucidated. Notably, 
the present study demonstrated the effects of KIF4A on the 
apoptosis of BC cells. Further studies are required however, to 
detect the expression of p70S6K to investigate the capacity of 
BC cells to form spheres following apoptosis, according to a 
previous study (49).

In conclusion, the present study found that KIF4A was highly 
expressed in human BC tissues and was associated with the 
prognosis and clinicopathological characteristics of patients. It 
was also confirmed that KIF4A promoted the proliferation of 
BC cells in vitro and in mice in vivo. Furthermore, KIF4A tran‑
scriptionally activated the expression of CDCA3, and therefore 
contributed to the progression of BC. Therefore, KIF4A may 
prove to be a promising molecular target for the treatment of BC.
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