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Abstract. The developmental pluripotency-associated 4 
(dppa4) gene serves critical roles in cell self-renewal, as well 
as in cancer development and progression. However, the regu-
latory role of dppa4 in non-small-cell lung cancer (nSclc) 
and its underlying mechanisms remain elusive. The aim of 
the present study was to investigate the biological function 
of dppa4 in nSclc and its underlying mechanism of action. 
dppa4 expression was measured in nSclc tissue samples and 
cell lines, and its effect on cell proliferation and the expression 
of glycolytic enzymes was determined. in addition, the under-
lying mechanisms of dppa4-induced alterations in glycolysis 
were analyzed. univariate and multivariate analyses were also 
performed to analyze the prognostic significance of clinico-
pathological characteristics. dppa4 was found to be highly 
expressed in nSclc tissues and cell lines. Furthermore, it was 
observed that dppa4 was correlated with the degree of tumor 
differentiation and TnM stage. univariate and multivariate 
analyses identified Dppa4 expression and clinical stage as 
prognostic factors for nSclc patients. Kaplan-Meier analysis 
further revealed that patients with lower dppa4 expression 
exhibited a better prognosis. in nSclc cells, dppa4 knock-
down inhibited cell proliferation, while dppa4 overexpression 
enhanced cell proliferation, which was likely mediated by 
glycolysis promotion. dppa4 knockdown had no evident 
effect on the majority of enzymes examined; however, glucose 

transporter type 4 (GluT-4) and pyruvate kinase isozyme 
M2 were significantly upregulated, and hexokinase II (HK‑II) 
and lactate dehydrogenase B (ldHB) were downregulated 
following dppa4 knockdown. By contrast, dppa4 overexpres-
sion resulted in downregulation of GluT-4, and upregulation 
of HK-ii, enolase and ldHB, whereas it had no effect on 
other enzymes. Since the most evident effect was observed on 
ldHB, further functional experiments demonstrated that this 
enzyme reversed the promoting effects of dppa4 in nSclc. 
in conclusion, dppa4 promotes nSclc progression, partly 
through glycolysis by ldHB. Thus, the dppa4-ldHB axis 
critically contributes to glycolysis in nSclc cells, thereby 
promoting nSclc development and progression.

Introduction

non-small-cell lung cancer (nSclc) accounts for ~80% of all 
lung cancer cases according to its pathological classification (1). 
although advances in diagnostic and therapeutic tech-
niques have improved the early detection and reduced the 
mortality rate of lung cancer, it remains the leading cause of 
cancer-associated mortality worldwide (1). Thus, it is impera-
tive to elucidate the mechanism underlying the development 
and progression of nSclc.

cancer cells and embryonic stem (eS) cells have long 
been known to share common characteristics with respect 
to self-renewal, proliferation and indefinite growth (2). 
developmental pluripotency-associated 4 (dppa4) is highly 
expressed in eS cells. in addition, self-renewal regulatory 
factors, such as oct4, Sox2, Bmi and nanog, are highly 
expressed in tumor cells and serve an important role in 
carcinogenesis (3,4). The Dppa gene family is a cluster of five 
genes whose developmental expression patterns are similar 
to those of oct4 (5). The structure and functions of dppa4 
indicate its possible involvement in cancer progression. dppa4 
has been found to be highly expressed in colon, prostate and 
bladder carcinomas, and may be a novel predictor of prognosis 
and a potential therapeutic target in colon cancer (4,6). it has 
also been reported that dppa4 functioned as an oncogene in 
mouse 3T3 cells and immortalized human dermal fibroblasts, 
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and enhanced cell proliferation by inducing G1/S arrest (7). 
However, the clinicopathological significance of Dppa4, and 
its possible mechanism in nSclc tumorigenesis and progres-
sion remain unclear.

The aim of the present study was to explore the expres-
sion pattern of dppa4 in nSclc tissue samples, including 
squamous cell carcinoma, adenocarcinoma, large cell carci-
noma, adenosquamous carcinoma and other cell lines in 
order to determine whether the overexpression of dppa4 is 
associated with unfavorable clinicopathological variables. in 
addition, the study assessed whether dppa4 may be of value 
as a novel prognostic marker for nSclc. The possible action 
mechanism of dppa4 in nSclc was also investigated. The 
results revealed that dppa4 promoted nSclc by regulating 
glycolysis, possibly through ldHB.

Materials and methods

Human tissue specimens. a total of 100 tumor tissue samples 
and 100 adjacent normal tissue samples were collected 
from the department of cardiothoracic Surgery, Xuzhou 
cancer Hospital (Xuzhou, china) between January 2010 and 
december 2014. The tissue samples included squamous cell 
carcinoma, lung adenocarcinoma, large cell carcinoma and 
adenosquamous carcinoma. The mrna expression of dppa4 
was evaluated in 20 pairs of fresh nSclc tissues and adjacent 
normal tissues using reverse transcription-quantitative Pcr 
(rT-qPcr), while a total of 80 paired tissue samples were 
embedded in paraffin to examine the Dppa4 protein levels 
via immunohistochemistry (iHc). all the patients had been 
diagnosed with NSCLC, which was confirmed by histological 
examination. Patients who had previously received radio-
therapy or chemotherapy were excluded. The study protocol 
was approved by the research ethics committee of Xuzhou 
cancer Hospital, and informed consent was obtained from all 
the patients.

IHC assay and scoring. Tissues were fixed with 4% 
paraformaldehyde for at least 24 h at room temperature. Samples 
(5 µm sections) were deparaffinized in xylene and rehydrated 
in a graded alcohol series. next, 3% H2o2 was used to block 
endogenous peroxidase activity for 5 min at room temperature, 
and antigen retrieval was performed subsequent to heating in 
citrate buffer. The samples were blocked by normal 5% goat 
serum (Beijing Solarbio Science & Technology co., ltd., 
Beijing, China) for 1 h at 37˚C. The sections were incubated 
with antibodies against dppa4 (dilution, 1:100; cell Signaling 
Technology, inc., danvers, Ma, uSa; cat. no. 67138), lactate 
dehydrogenase B (ldHB; dilution 1:500; abcam, cambridge, 
uK; cat. no. ab75167) and β-actin (dilution 1:5,000; abcam; cat. 
no. ab8226) at 4˚C overnight. This was followed by incubation 
with a horseradish peroxidase-conjugated secondary antibody 
(dilution, 1:2,000; GTVision iii detection kit; GeneTech 
co., ltd., Shanghai, china) at room temperature for 40 min. 
The 3,3'-diaminobenzidine substrate (Sigma-aldrich; Merck 
KGaa, darmstadt, Germany) was added for signal detection 
for 10 min at room temperature, and the sections were lightly 
counterstained with hematoxylin for 30 sec at room tempera-
ture. images were acquired using light microscopy (olympus 
BX43, magnification x400).

double blind scoring was performed independently by two 
investigators. Five visual fields from different areas of each 
specimen were randomly selected for immunohistochemical 
evaluation. dppa4 expression was subjectively scored by the 
pathologists according to the staining intensity (0, no staining; 
1, weak staining; 2, moderate staining; and 3, dark staining) 
and the percentage of positive cells (0, no positive cells; 1, 
≤10% positive cells; 2, 10‑50% positive cells; and 3, >50% 
positive cells). The final score was calculated as follows: 
comprehensive score = staining percentage x intensity. dppa4 
expression was defined as low in specimens with scores <2 
and high in specimens with scores of ≥2.

Cell culture. The nSclc cell lines a549, H1299, SPc 
(Bncc100120) and lH7, and normal human bronchial epithe-
lial (HBe) cells were purchased from the american Type 
culture collection (Manassas, Va, uSa). a549 cells were 
cultured in F‑12K medium (Gibco; Thermo Fisher Scientific, 
inc., Waltham, Ma, uSa) supplemented with 10% fetal bovine 
serum (FBS; Gibco; Thermo Fisher Scientific, inc.) while 
other cell lines were cultured in rPMi-1640 medium (Gibco; 
Thermo Fisher Scientific, Inc.) supplemented with 10% FBS. 
All cells were incubated at 37˚C in a humidified atmosphere 
with 5% co2. a549 cells, which had the highest dppa4 
expression, were used for dppa4 knockdown, and H1299 cells, 
which had the lowest dppa4 expression, were used for dppa4 
overexpression. The remaining cell lines were used solely for 
dppa4 expression analysis in nSclc cell lines.

Plasmids and transfection. For dppa4 overexpression, the 
plasmids pcdna3.1-dppa4 (dppa4-over) and control vector 
pcdna3.1 were constructed as described previously (8). For 
expression knockdown, small interfering rnas (sirnas) 
targeting dppa4 (namely dppa4-si1 and dppa4-si2; cat. 
no. Sr310582; GenePharma co., ltd., Shanghai, china) were 
used. nSclc cells were transfected with 4 µg overexpres-
sion plasmids or 4 µg sirnas using 8 µl lipofectamine® 
2000 and 8 µl lipofectamine rnaiMax (invitrogen; Thermo 
Fisher Scientific, Inc.), respectively. Transfected cells were 
subjected to functional assays and western blotting after 24 or 
48 h, respectively. untreated cells or cells treated with empty 
vectors served as the control groups. in addition, co-trans-
fection with 4 µg ldHB sirna (cat. no. sc-45899; Santa 
cruz Biotechnology, inc., dallas, TX, uSa) and dppa4-over 
plasmid in nSclc cells was performed with lipofectamine® 
2000 reagent. The transfection efficiency was determined 
using western blotting 48 h after transfection.

Cell viability assessment. an MTT assay was used to evaluate 
cell viability. Briefly, the transfected 1x103 cells were plated 
in 96-well culture plates and cultured for 24, 48 and 72 h. 
Following incubation with 5 mg/ml MTT (Sigma-aldrich; 
Merck KGaa) for 4 h, the cells were washed with PBS and 
then solubilized with dimethyl sulfoxide. The absorbance was 
measured at a wavelength of 490 nm using a microplate reader

Western blot analysis. Standard western blotting was 
performed using protein (20 µg) lysed by radioimmunoprecip-
itation assay lysis buffer (Beyotime institute of Biotechnology, 
Haimen, china). The protein concentration of each group was 
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subsequently determined using a bicinchoninic acid assay 
kit (Beyotime institute of Biotechnology). The equal amount 
of proteins were separated via 10% SdS-PaGe, and the 
proteins were then transferred onto polyvinylidene difluoride 
membranes (eMd Millipore, Billerica, Ma, uSa). These 
were subsequently blocked with 5% bovine serum albumin 
(BSa; Thermo Fisher Scientific, inc.) in TBST for 1 h at 
room temperature. The samples were incubated with primary 
antibodies against dppa4 (dilution, 1:1,000; cell Signaling 
Technology, inc.; cat. no. 67138), ldHB (dilution 1:1,000; 
abcam; cat. no. ab75167) and β-actin (dilution 1:5,000; 
Abcam; cat. no. ab8226) overnight at 4˚C. TBST was used 
to wash the PVdF membranes three times, which were then 
incubated with a secondary antibody anti-mouse (dilution, 
1:1,000; cell Signaling Technology, inc.; cat. no. 7076) and 
anti-rabbit (dilution, 1:1,000; cell Signaling Technology, inc.; 
cat. no.7074) for 1 h in the room temperature. TBST was used 
to wash again three times. Finally, proteins were visualized 
using an enhanced chemiluminescence kit (Thermo Fisher 
Scientific, Inc.), and images were acquired using ImageQuant 
laS 4000 (Ge Healthcare life Sciences, little chalfont, uK) 
and densitometry analysis was performed using imageQuant 
Tl software version 1.1 (Ge Healthcare life Sciences).

RNA isolation and reverse transcription‑quantitative 
polymerase chain reaction (RT‑qPCR) analysis. nSclc 
cell lines and tumor samples were used to detect the dppa4 
expression by rT-qPcr. Furthermore, the relative levels of 
glycolytic enzyme expression, namely GluT-1, GluT-4, 
phosphofructokinase liver type (PFK-l), hexokinase 2 (HK-ii), 
phosphofructokinase muscle type (PFK-M), pyruvate kinase 
M-1 (PKM-1), PKM-2, phosphofructokinase platelet (PFK-P), 
aldolase, fructose-bisphosphate B (aldoB), phosphoglycerate 
kinase 1 (PGK-1), phosphoglycerate mutase (PGaM-1), 
enolase, glucose-6-phosphate isomerase (G6Pi), ldHa and 
ldHB. Total rna extraction was performed using Trizol® 
reagent (Thermo Fisher Scientific, Inc.) for cell cultures and the 
miniBeST universal rna extraction kit for fresh tumor and 
tumor-adjacent tissues (Takara Bio, inc., otsu, Japan). rna was 
then reverse transcribed to cdna (PrimeScript™ rT reagent 
Kit with genomic dna eraser; Takara Bio, inc.), which was 
then subjected to qPcr analysis (SYBr Green Pcr kit, Takara 
Bio, inc.) to evaluate mrna expression. The rT temperature 
protocol was: 37˚C for 15 min and 85˚C for 5 sec. PCR ampli-
fication was performed in a thermal cycler for 40 cycles at the 
following cycle conditions: 95˚C for 5 sec, 60˚C for 30 sec, and 
72˚C for 30 sec. The relative mRNA expression of each gene 
was calculated with the comparative quantitation cycle (cq) 
method, 2-ΔΔcq (9,10). The specific primers used in qPCR were 
as follows: dppa4 sense, 5'-Gac aca GaT GGT TGG GTT 
ca-3', and antisense, 5'-GaG Gca GGa aGc aaG aaG aG-3'; 
GaPdH sense, 5'-aGa aGG cTG GGG cTc aTT TG-3', and 
antisense, 5'-aGG GGc caT cca caG TcT Tc-3'; GluT-1 
sense, 5'-cTT TGT GGc cTT cTT TGa aGT-3', and anti-sense, 
5'-cca cac aGT TGc Tcc aca T-3'; GluT-4 sense, 5'-cTT 
caT caT TGG caT GGG TTT-3', and antisense, 5'-cGG GTT 
Tca GGc acT TTT aGG-3'; PFK-l sense, 5'-GGa caG Gaa 
aGa GGa aGT Gac-3', and antisense, 5'-cGT aGa TGa GGa 
aGa cTT TGG c-3'; HK-ii sense, 5'-GaT TTc acc aaG cGT 
GGa cT-3', and antisense, 5'-cca cac cca cTG Tca cTT 

TG-3'; PFK-M sense, 5'-aTT cGG GcT GTG TTc TGG-3', and 
antisense, 5'-TGG cTa GGa TTT TGa GGa TGG-3'; PKM-1 
sense, 5'-cTa Tcc TcT GGa GGc TGT Gc-3', and antisense, 
5'-cca TGa GGT cTG TGG aGT Ga-3'; PKM-2 sense, 
5'-GGGTTcGGaGGTTTGaTG-3', and antisense, 5'-acG 
GcG GTG GcT TcT GT-3'; PFK-P sense, 5'-caT cGa caa 
TGa TTT cTG cGG-3', and antisense, 5'-cca Tca ccT cca 
Gaa cGa aG-3'; aldoB sense, 5'-aTG cca cTc Tca acc 
Tca aTG cTa Tc-3', and antisense, 5'-TTa TTT TcT TGG 
GTG GGT aTT cTG G-3'; PGK-1 sense, 5'-cGG TaG Tcc 
TTa TGa Gcc-3', and antisense, 5'-caT Gaa aGc GGa GGT 
TcT-3'; PGaM-1 sense, 5'-ccT GGa Gaa ccG cTT c-3', and 
antisense, 5'-caT GGG cTG caa Tca GTa cac-3'; enolase 
sense, 5'-cTG aTG cTG GaG TTG GaT GG-3', and antisense, 
5'-cca TTG aTc acG TTG aaG Gc-3'; G6Pi sense, 5'-aGG 
cTG cTG cca caT aaG GT-3', and antisense, 5'-aGc GTc 
GTG aGa GGT cac TTG-3'; ldHa sense, 5'-caG cTT GGa 
GTT TGc aGT Tac-3', and antisense, 5'-TGa TGG aTc Tcc 
aac aTG G-3'; ldHB sense, 5'-ccT aGa GcT cac TaG Tca 
caG-3' and antisense, 5'-cTc cTG TGc aaa aTG Gca ac-3'.

Lactate dehydrogenase (LDH) activity, lactate production, 
glucose utilization assay and intracellular ATP level. For 
ldH activity and lactate production assays, tumor cells were 
transfected with sirnas and plasmids, and after 24 h a total of 
1x106 cells were examined using the lactate dehydrogenase 
activity assay kit and lactate assay kit (Sigma-aldrich; 
Merck KGaa) according to the manufacturer's protocol. For 
the glucose utilization assay, tumor cells were transfected 
with plasmids and sirnas for 24 h, and then the media were 
replaced with phenol red-free rPMi medium supplemented 
with 1% FBS, followed by continuous culture for 3 days. The 
glucose utilization was measured using a colorimetric glucose 
assay kit (BioVision inc., Milpitas, ca, uSa) and normal-
ized to the cell number. For intracellular aTP measurement, 
a firefly luciferase‑based ATP assay kit (Beyotime Institute 
of Biotechnology) was used, according to the manufacturer's 
instructions.

Statistical analysis. all data are presented as the mean ± stan-
dard deviation. The comparisons between tumor tissue samples 
and control tissues were performed using a paired t-test. The 
mean values of other two groups were compared with the 
Student's t-test, while the mean values of three or more groups 
were compared by one-way analysis of variance. Statistical 
analyses were conducted with SPSS for Windows, version 17.0 
(SPSS, Inc., Chicago, IL, USA). The least‑significant differ-
ence test was used in the comparison of two pairs as a post 
hoc test. associations between the expression of dppa4 and 
clinical characteristics were analyzed with χ2 test or Fisher's 
exact test, as appropriate. The overall survival was assessed 
using the Kaplan-Meier method. univariate and multivariate 
cox regression analyses were also performed. Parameters with 
a P‑value of <0.05 in the univariate analysis were included in 
a cox multivariate proportional hazards regression model. in 
the multivariate analysis, the Backward lr statistic was used 
in the conditional logistic regression model. all statistical 
analyses were performed using SPSS version 17.0 software. 
P<0.05 was considered to indicate a statistically significant 
difference.
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Results

Aberrant overexpression of Dppa4 in NSCLC tissues and cells. 
The mrna expression of dppa4 was evaluated in 20 pairs 
of nSclc tissues and adjacent normal tissues, while a total 
of 80 paired tissue samples were used to examine the dppa4 
protein level. The results demonstrated that the expression of 
dppa4 was higher in nSclc tissue samples as compared with 
that in normal tissues, with a statistically significant difference 
detected (P<0.05; Fig. 1A and Table I). Representative images 
of dppa4 expression in adenocarcinoma and squamous cell 
carcinoma are shown in Fig. 1B. Subsequently, these results 
were verified in NSCLC cell lines. Compared with the normal 
HBe cells, the tumor a549, SPc and lH7 cell lines exhibited 
markedly higher expression of dppa4 at both the mrna and 
protein levels, with no significant difference detected in H1299 
cells (P<0.05; Fig. 1C and D).

Correlation between Dppa4 expression and the clinicopatho‑
logical characteristics of NSCLC patients. The correlation 
between dppa4 expression and the clinicopathological char-
acteristics of nSclc patients was next investigated. as shown 
in Table ii, dppa4 was positively correlated with the tumor 
differentiation grade (P=0.04), T stage (P=0.006), n stage 
(P<0.001) and clinical stage (P<0.001). Other clinicopatho-
logical characteristics, including the patient sex, age and 
smoking history, were not found to be significantly correlated 
with dppa4 expression. These data suggest that dppa4 may be 
involved in nSclc progression.

High Dppa4 expression is associated with poor clinical 
outcomes in NSCLC patients. To further explore the asso-
ciation between dppa4 expression and patient prognosis, a 
Kaplan-Meier analysis was conducted. as shown in Fig. 1e, 
the analysis revealed that patients with higher dppa4 expres-
sion exhibited a poorer prognosis. as shown in Table iii, 
higher Dppa4 levels were significantly associated with lower 
1-, 3- and 5-year survival rates (Table iii). Furthermore, 
univariate survival analysis indicated that, high dppa4 
expression predicted poor prognosis in advanced TnM stage 
of IIIA (P<0.05; Table IV). Subsequent multivariate analysis 
revealed that high dppa4 expression [hazard ratio (Hr), 
1.862; 95% confidence interval (CI), 1.090‑3.181; P=0.023; 
Table iV] and TnM stage of iiia (Hr=2.063; 95% ci, 
1.148-3.708; P=0.015; Table iV) were correlated with overall 
survival. Taken together, these findings demonstrated that 

dppa4 expression may be an independent prognostic marker 
for nSclc patients.

Dppa4 knockdown decreases NSCLC cell viability and 
glycolysis. To determine the effect of altered dppa4 expres-
sion on nSclc biology, sirna transfection was performed in 
a549 cells. as shown in Fig. 2a, dppa4 expression was signif-
icantly decreased in a549 cells transfected with dppa4-si1 
and dppa4-si2 compared with the control group, verifying 
the efficacy of Dppa4 knockdown. Next, the biological effects 
of dppa4 knockdown on nSclc were evaluated. it was 
observed that Dppa4 downregulation significantly inhibited 
cell viability (Fig. 2B; P<0.05).

Table i. comparison of dppa4 expression between nSclc 
and paired adjacent normal tissues.

 dppa4 expression
 ------------------------------------------
Tissues cases low (%) High (%) P-value

NSCLC 80 38 (47.5) 42 (52.5) <0.001a

adjacent normal 80 65 (81.3) 15 (18.7) 

aP<0.05. Dppa4, developmental pluripotency‑associated 4; NSCLC, 
non-small cell lung carcinoma.

Table ii. correlation between the clinicopathological char-
acteristics and dppa4 expression in non-small cell lung 
carcinoma patients.

 dppa4
 expression
 -------------------------------
  low High 
characteristics n (n=38) (n=42) P-value

age (years)    0.479
  ≤60 37 16 21 
  >60 43 22 21 
Sex    0.538
  Male 49 24 25 
  Female 31 13 18 
Smoking history    0.685
  no 37 24 13 
  Yes 43 26 17 
Histological type    0.220
  adenocarcinoma 32 17 15 
  Squamous cell carcinoma 32 11 21 
  other 16 9 7 
Grade    0.04a

  Well-differentiated 51 28 23 
  Moderate/Poor 29 9 20 
  differentiation    
T stage    0.006a

  T1 23 11 12 
  T2a 40 24 16 
  T2b 16 2 14 
  T3 1 0 1 
N stage    <0.001a

  n0 20 15 5 
  n1 33 19 14 
  n2 27 3 24 
TNM stage    <0.001a

  i+ii 53 34 19 
  iiia 27 3 24 

aP<0.05.
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as altered aerobic glycolysis is a characteristic of cancer 
metabolism, the present study then focused on the effect 
of dppa4 regulation of glycolysis on nSclc metabolism. 
Following Dppa4 knockdown, significant decreases in glucose 
utilization, lactate production and ldH activity were observed, 
along with a marked increase in the intracellular aTP level 
(P<0.05; Fig. 2C), suggesting a decrease in glycolysis.

Dppa4 overexpression increases cell proliferation and 
glycolysis. overexpression of dppa4 was subsequently 
induced in H1299 cells. as shown in Fig. 3a, dppa4 expres-
sion was increased in H1299 cells transfected with the 
dppa4-over plasmid, therefore verifying that overexpression 
was successfully induced. it was then observed that dppa4 
overexpression significantly promoted cell growth (P<0.05; 
Fig. 3B). Furthermore, the dppa4 upregulation was associ-
ated with significant increases in glucose utilization, lactate 
production and ldH activity, along with a decrease in the 
intracellular ATP level (P<0.05; Fig. 3C).

Dppa4 regulates the levels of glycolytic enzymes in NSCLC 
cells. The effect of dppa4 on the expression levels of glycolytic 
enzymes in nSclc cells was then screened. it was observed 
that knockdown of dppa4 expression had no evident effect 
on the majority of enzymes examined; however, significant 
upregulation of glucose transporter type 4 (GluT-4) and 
pyruvate kinase isozyme M2 (PKM2), and marked downregu-
lation of hexokinase II (HK‑II) and LDHB (P<0.05; Fig. 4A) 
were observed in the dppa4 knockdown groups. in addition, 
dppa4 overexpression had no marked effect on the majority of 
the enzymes, with the exception of GluT-4 and ldHa down-
regulation, and the upregulation of HK-ii, enolase and ldHB 
(P<0.05; Fig. 4B). Among the abovementioned enzymes, 
ldHB exhibited the most prominent changes.

LDHB reverses the promoting effects of Dppa4 in NSCLC 
cells. To elucidate the importance of ldHB expression in 
nSclc progression, dppa4 overexpression/control plasmid 
and ldHB/control sirna were co-transfected in the cells 

Figure 1. dppa4 overexpression in nSclc is correlated with worse survival. (a) rT-qPcr demonstrated higher mrna expression of dppa4 in nSclc 
tissues compared with that in adjacent normal tissues. (B) representative images of dppa4 expression in adenocarcinoma (B1, adjacent normal tissues; B2, 
tumor tissues) and in squamous cell carcinoma (B3, adjacent normal tissues; B4, tumor tissues). (c) rT-qPcr and (d) western blotting respectively demon-
strated higher mrna and expression levels of dppa4 in nSclc cell lines compared with those in normal HBe cells. (e) Kaplan-Meier analysis revealed that 
patients with higher dppa4 expression exhibited poorer prognosis. *P<0.05. Dppa4, developmental pluripotency‑associated 4; NSCLC, non‑small‑cell lung 
cancer; RT‑qPCR, reverse transcription‑quantitative polymerase chain reaction; HBE, human bronchial epithelial; n.s., not significant.

Table iii. comparison of cumulative survival rate between the low and high dppa4 expression groups.

 Cumulative survival rate, 95% confidence interval
 --------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
dppa4 expression 1-year 3-year 5-year

low 86% (0.742-0.978) 40% (0.224-0.576) 7% (-0.028-0.168)
High 48% (0.323-0.637) 13% (0.012-0.248) 2% (-0.039-0.079)
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(Fig. 5a). The results demonstrated that ldHB sirna 
reversed the promoting effect of dppa4 overexpression on cell 
proliferation (Fig. 5B) and glycolysis (Fig. 5C). These findings 
indicated that dppa4 promotes nSclc progression and this 
effect is partly mediated via ldHB.

Discussion

dppa4, a protein that is located in the embryonic stem cell 
nucleus and is associated with chromatin, has been reported 
to regulate the differentiation of eS cells into a primitive 
ectodermal lineage (11). although the expression of dppa4 
in eS cells has been extensively investigated, little is known 
regarding its in vivo expression in cancer. Previous research has 

indicated that human cancer may be considered as a stem-cell 
disease (12). cancer-initiating cells, also referred to as cancer 
stem cells, serve an important role in hematopoietic cancer, as 
well as in several solid tumors, such as lung cancer (13).

The aim of the present study was to investigate the role of 
dppa4 in nSclc tumorigenesis. initially, dppa4 was found to 
be highly expressed in nSclc tissue samples and cell lines, both 
at the mrna and protein levels. next, the correlation between 
dppa4 expression and clinicopathological characteristics in 
nSclc patients was assessed. it was observed that dppa4 was 
positively correlated with tumor differentiation grade, T stage, 
n stage and clinical stage. Subsequent Kaplan-Meier analysis 
revealed that patients with higher dppa4 expression exhibited 
poorer prognosis. univariate and multivariate survival analyses 

Table iV. Summary of univariate and multivariate cox regression analyses of overall survival duration in all non-small cell lung 
carcinoma patients.

 univariate analysis Multivariate analysis
 -------------------------------------------------------------------------------- ----------------------------------------------------------------------------
characteristic Hr 95% ci P-value Hr 95% ci P-value

dppa4 expression      
  low 1   1  
  High 2.271 1.384‑3.727 <0.001a 1.862 1.090-3.181 0.023a

age(years)      
  ≤60 1     
  >60 0.777 0.479‑1.260 0.306   
Sex      
  Male 1     
  Female 1.086 0.658-1.793 0.747   
Smoking history      
  never 1     
  ever 0.795 0.483-1.308 0.366   
Histological type      
  adenocarcinoma 1     
  Squamous cell carcinoma 0.951 0.552-1.638 0.857   
  others 1.009 0.516-1.972 0.980   
Grade      
  Well-differentiated 1     
  Moderate/Poor differentiation 1.363 0.835-2.224 0.216   
T stage      
  T1 1     
  T2a 0.731 0.416-1.284 0.275   
  T2b 2.004 1.013-3.964 0.046a   
  T3 7.885 0.973-63.877 0.053   
n stage      
  n0 1     
  n1 2.225 1.233-4.015 0.008a   
  n2 0.691 0.380-1.257 0.226   
TnM stage      
  i+ii 1   1  
  IIIA 2.616 1.520‑4.502 <0.001a 2.063 1.148-3.708 0.015a

aP<0.05. HR, hazard ratio; 95% CI, 95% confidence interval.
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Figure 2. dppa4 knockdown decreased cancer cell proliferation and glycolysis. (a) Western blotting subsequent to sirna transfection (dppa4-si1 and 
Dppa4‑si2) revealed decreased Dppa4 expression in A549 cells. (B) Dppa4 knockdown markedly inhibited cell growth. (C) Significant decreases in glucose 
use, lactate production and ldH activity, along with an increase in the intracellular aTP level were observed following dppa4 knockdown, also known as the 
Warburg effect. *P<0.05; #P<0.05 vs. Dppa4‑si1 and Dppa4‑si2 groups. Dppa4, developmental pluripotency‑associated 4; LDH, lactate dehydrogenase; siRNA, 
small interfering rna; od optical density.

Figure 3. dppa4 overexpression increased cancer cell proliferation and glycolysis. (a) Western blotting subsequent to the introduction of a dppa4 overexpres-
sion plasmid revealed increased Dppa4 expression in H1299 cells. (B) Dppa4 overexpression significantly promoted cell growth. (C) Significant increases in 
glucose utilization, lactate production and ldH activity, along with a decrease in the intracellular aTP level, were observed following dppa4 knockdown, also 
known as the Warburg effect. *P<0.05; #P<0.05 vs. NC group. Dppa4, developmental pluripotency‑associated 4; LDH, lactate dehydrogenase; NC, negative 
control.
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Figure 4. expression of glycolysis-associated enzymes in non-small-cell lung cancer cells. (a) Knockdown of dppa4 expression did not alter the expression 
of the majority of glycolysis-associated enzymes, with the exception of GluT-4 and PKM2 upregulation, and HK-ii and ldHB downregulation. (B) dppa4 
overexpression did not affect the expression of the majority of these enzymes, apart from the downregulation of GluT-4 and ldHa, and the upregulation of 
HK-ii, enolase and ldHB. *P<0.05 vs. corresponding control group. Dppa4, developmental pluripotency‑associated 4; GLUT‑4, glucose transporter type 4; 
PKM2, pyruvate kinase isozyme M2; HK-ii, hexokinase ii; ldHB, lactate dehydrogenase B.

Figure 5. LDHB reversed the promoting effects of Dppa4 in non‑small‑cell lung cancer cells. (A) Verification of protein expression changes following 
co-transfection of cells with dppa4-over/nc plasmid and si-ldHB/si-con. (B) cell proliferation and (c) glycolysis of cells transfected with dppa4-over/nc 
plasmid or si-ldHB/si-con. ldHB downregulation reversed the promoting effect of dppa4 overexpression on cancer cell proliferation and glycolysis. 
*P<0.05 vs. control group; #P<0.05 vs. NC+si‑LDHB group; &P<0.05 vs. Dppa4‑over+si‑Con group. LDHB, lactate dehydrogenase B; Dppa4, developmental 
pluripotency-associated 4; dppa4-over, dppa4 overexpression; nc, negative control; si-, small interfering rna; con, control; od, optical density.
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also revealed that, in addition to tumor stage, upregulated 
dppa4 expression was a predictor of poor prognosis. However, 
the underlying mechanism remained unclear.

The key role of dppa4 in nSclc development and progres-
sion was demonstrated in the present study; however, the 
currently available literature contains little evidence regarding 
the role of dppa4 in cancer metabolism. abnormal metabo-
lism is regarded as one of the characteristic features of cancer. 
Since the energy produced by glycolysis may contribute to the 
abnormal proliferation of cancer cells, the current study focused 
on whether glycolysis affected cell proliferation. it is widely 
accepted that cancer growth depends on metabolism, and its 
metabolic pattern shifts from aerobic to anaerobic respiration. 
Under the condition of sufficient oxygen, the glycolysis of malig-
nant tumor cells is also active. The metabolic characteristic of 
this aerobic glycolysis is known as the Warburg effect, which 
displays high glucose uptake rate, active glycolysis and high 
lactic acid content of metabolites. Furthermore, Jones et al (14) 
reported that cancer stem cells have a third metabolic mode. on 
the basis of maintaining the aerobic mode, glucose metabolism 
is converted into protein catabolism, which provides energy 
for tumor cells (14). Malignant tumor cells perform glycolysis 
at a rate that is 10 times faster than that observed in their 
non-cancerous counterparts (15). To generate energy, cancer 
cells convert glucose into lactate, supplying a primary route for 
the carbon source that is required for macromolecular biosyn-
thesis. This process enables cancer cells to meet the increasing 
energy demands of rapid tumor growth (16,17).

in the present study, dppa4 knockdown had no evident effect 
on the expression of the majority of the glycolysis-associated 
enzymes, with the exception of upregulation of GluT-4 and 
PKM2, and downregulation of HK-ii and ldHB. Similarly, 
dppa4 overexpression exerted no marked effect on the levels 
of the majority of these enzymes, apart from downregulation 
of GluT-4 and ldHa, and upregulation of HK-ii, enolase 
and ldHB. The most notable changes as a result of dppa4 
knockdown or overexpression were reported in ldHB. among 
the abovementioned enzymes, PKM1 and PKM2 are alternative 
splicing products of the PKM gene, which have distinct functions 
and expression characteristics (18). only PKM2 is expressed in 
embryonic tissues, whereas the PKM1 type is expressed during 
adulthood, however, PKM2 expression is observed in tumor 
tissues, rather than PKM1 (18). during tumor formation, PKM1 
or PKMl/r gradually disappear, while PKM2 is markedly 
upregulated, ultimately becoming a tumor‑specific pyruvate 
kinase (18). in addition, HK-ii has been reported to accelerate 
glucose metabolism and promote cancer progression (19). 
Furthermore, insulin resistance is known to serve an important 
role in tumor cachexia. a study by Yoshikawa et al (20) demon-
strated that insulin resistance in tumor-tolerant mice was due to 
a decrease in the expression of GluT-4.

ldH, comprising ldHa and ldHB, is a terminal enzyme 
catalyzing the interconversion of pyruvate and lactate in the 
anaerobic glycolytic pathway, and is considered as the key 
glycolytic enzyme (21,22). With regard to ldHB expression, 
it differs markedly among different malignant tumors. certain 
studies have reported that the high expression of ldHB in lung 
and breast cancer enhances the proliferation of tumor cells, 
and is a significant predictor of poor prognosis (23‑25). Other 
studies have demonstrated that ldHB expression is suppressed 

in hepatocellular carcinoma (Hcc) (26), and prostate (21), 
pancreatic (27) and gastric cancer (28). Furthermore, ldHB 
may act as a suppressor of glycolysis, thereby suppressing 
pancreatic cancer and Hcc progression. The mechanism may 
involve promoter hypermethylation and decreased expres-
sion of ldHB, leading to glycolytic transition by converting 
lactate to pyruvate, and a shift from ldH1 to ldH5 (29). as 
a therapeutic target, ldHB should be approached differently 
in different types of cancer. investigating the importance of 
ldHB in nSclc progression revealed that transfection with 
ldHB sirna reversed the promoting effect of dppa4 over-
expression on cancer cell proliferation and glycolysis. These 
findings indicate that Dppa4 promotes NSCLC cell prolifera-
tion and glycolysis in part via ldHB.

in conclusion, the present study, to the best of our knowl-
edge, is the first to provide critical insight into the role of Dppa4 
in nSclc cell proliferation and glycolysis, and to indicate a 
role for dppa4-ldHB signaling in nSclc development and 
progression. The findings not only indicated a newly identi-
fied molecular mechanism involved in NSCLC glycolysis and 
progression, but also highlighted the dppa4-ldHB axis as a 
novel promising molecular target for the design of new thera-
peutic strategies for nSclc.
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