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Abstract. thioredoxin domain-containing 5 (tXndc5) 
is reportedly overexpressed in colorectal cancer (crc) 
and is therefore considered an oncogene. However, the role 
of tXndc5 in crc tumorigenesis remains unclear. the 
present study aimed to explore the role of tXndc5 in crc 
tumorigenesis in vitro and in vivo under hypoxic and normoxic 
conditions. analyses of patient tissue samples revealed a posi-
tive association between the expression of hypoxia-inducible 
factor-1α (Hif-1α) or tXndc5 and the tnm stage of crc. 
in addition, a positive correlation between the expression 
levels of Hif-1α and tXndc5 was observed in crc tissues. 
furthermore, culturing rKo and Hct-116 human crc 
cell lines under hypoxic conditions significantly increased 
the expression levels of Hif-1α and tXndc5, whereas 
knockdown of Hif-1α abolished the hypoxia-induced expres-
sion of tXndc5. Knockdown of tXndc5 significantly 
decreased cell proliferation and colony formation, and incre-
ased apoptosis of both cell lines. furthermore, knockdown 
of tXndc5 markedly increased hypoxia-induced reactive 
oxygen species (roS) generation, and the expression of 
hypoxia-induced endoplasmic reticulum stress (er) markers 
(ccaat-enhancer-binding protein homologous protein, 
glucose-regulated protein 78 and activating transcription 
factor 4) and apoptotic markers (B-cell lymphoma 2-asso-
ciated X protein and cleaved caspase-8). in addition, the 
expression levels of TXNDC5 were significantly increased in 
tumor tissues compared with in adenoma and normal tissues 
in a mouse model of crc tumorigenesis. in conclusion, the 
in vivo data demonstrated that tXndc5 is overexpressed 

in crc tissues, and this overexpression may be associated 
with unfavorable clinicopathological features. the in vitro 
data indicated that hypoxia may induce tXndc5 expres-
sion via upregulating Hif-1α; this effect promoted crc cell 
proliferation and survival under hypoxic conditions, likely via 
inhibiting hypoxia-induced roS/er stress signaling. these 
findings suggested that TXNDC5 functions as an important 
stress survival factor to maintain tumorigenesis of crc cells 
under hypoxia by regulating hypoxia-induced roS/er stress 
signaling. the present study provided novel insights into the 
role of tXndc5 in the tumorigenesis of crc.

Introduction

colorectal cancer (crc) is the third most common type of cancer 
in china (1). crc tumorigenesis occurs when mutations accu-
mulate in critical oncogenes and tumor suppressor genes (2,3). 
Hypoxia is a common feature in numerous solid tumors and the 
microenvironment is now recognized as a key factor associated 
with biologically aggressive phenotypes in cancer (4). Hypoxia 
can induce formation of reactive oxygen species (roS), which 
may induce genotoxic effects or cancer cell apoptosis (5). 
in addition, hypoxia can induce endoplasmic reticulum (er) 
stress and activate the unfolded protein response (uPr), which 
is an adaptive response that increases cancer cell survival 
under er stress (6,7). the main pathways of er stress include 
three functional components: i) transcriptional upregulation 
of specific genes to tackle unfolded and misfolded proteins, 
namely, the uPr; ii) inhibition of translation to reduce the load 
of client proteins; and iii) triggering apoptosis when er func-
tions are severely impaired (8-10).

thioredoxin domain containing 5 (tXndc5), which is a member 
of the disulfide isomerase family, is predominantly expressed in the 
er (11). accumulating evidence has suggested that tXndc5 is 
induced by hypoxia in endothelial cells and tumor endothelium (12). 
it has been reported that tXndc5 facilitates proteins to fold 
correctly by the formation of disulfide bonds through its thioredoxin 
domains (13); this can protect cells from er stress-induced 
apoptosis (12,14). in addition to upregulation in numerous types of 
cancer, including hepatocellular, breast, cervical, esophageal, liver, 
lung, stomach and uterine carcinoma (15), tXndc5 is overexpressed 

Role of TXNDC5 in tumorigenesis of colorectal 
cancer cells: In vivo and in vitro evidence

fengBo tan1,  Hong ZHu2,  Xiao He3,  nanHui Yu1,  Xingwen ZHang4, 
Haifan Xu5  and  HaiPing Pei1

departments of 1gastrointestinal Surgery and 2oncology, Xiangya Hospital, central South university, changsha, 
Hunan 410008; 3department of mammary, Hunan cancer Hospital, changsha, Hunan 410013; 4department of emergency, 

Hunan Provincial People's Hospital, changsha, Hunan 410005; 5department of mammary and thyroid, 
The First Affiliated Hospital of South China University, Hengyang, Hunan 421001, P.R. China

received july 24, 2016;  accepted february 14, 2018

doi: 10.3892/ijmm.2018.3664

Correspondence to: Professor Haiping Pei, department of 
gastrointestinal Surgery, Xiangya Hospital, central South 
university, 87 Xiangya road, changsha, Hunan 410008, P.r. china
e-mail: peihaiping1966@hotmail.com

Key words: thioredoxin domain-containing 5, colorectal cancer, 
hypoxia, endoplasmic reticulum stress, tumorigenesis, proliferation, 
apoptosis



tan et al:  tXndc5 PromoteS colorectal cancer cell Survival under HYPoXia936

in crc (16,17) and is considered an oncogene (18). However, the role 
of tXndc5 in crc tumorigenesis remains unclear.

the present study aimed to explore the role of tXndc5 
in crc tumorigenesis in vitro and in vivo under hypoxic and 
normoxic conditions.

Materials and methods

Patient samples. tumor and paired normal mucosal tissues 
were surgically removed from 102 patients with crc at the 
Xiangya Hospital of central South university (changsha, 
china) between january 2009 and december 2010. fresh 
tissues underwent reverse transcription-quantitative poly-
merase chain reaction (rt-qPcr) and western blot analysis. 
The sections were fixed with 4% polyformaldehyde phosphate 
buffer for 12 h at 37˚c. in addition, samples were embedded in 
paraffin for immunohistochemistry. normal mucosal tissues 
were excised 5 cm away from the tumor. the histomorphology 
of tumor and normal mucosa were confirmed by patholo-
gists. the present study was approved by the medical ethics 
committee of Xiangya Hospital and all patients provided 
written informed consent.

Cell culture and treatment. the human crc cell lines 
rKo and Hct-116 reportedly express high levels of Hif-1α 
under hypoxia (20). these cell lines were purchased from 
the american type culture collection (atcc, manassas, 
va, uSa). all cells were cultured in rPmi-1640 medium 
(Biological industries, Beit-Haemek, israel) supplemented 
with 10% fetal bovine serum (FBS; Biological Industries). 
cells were cultured at 37˚c in a humidified atmosphere 
containing 5% CO2.

RT‑qPCR analysis. total rna was extracted from cells (rKo 
and Hct-116 cells) and tissues using trizol® reagent 
(Invitrogen; Thermo Fisher Scientific, Inc., Waltham, MA, 
uSa), and equal amounts of rna underwent rt-qPcr anal-
ysis (Pcr kit, SYBr-green/roX mastermix; takara Bio, inc., 
otsu, japan) according to the manufacturer's protocol. firstly, 
total rna underwent dnase treatment with gdna eraser 
buffer and gdna eraser. the rna without dna was then 
reversed into cdna according to the manufacturer's protocol 
(PrimeScript rt reagent kit with gdna eraser; takara 
Bio, inc.). finally, the cdna, qPcr reagent (SYBr Premix ex 
taq ii; takara Bio, inc.) and primer were mixed together for 
thermocycling, and the thermocycling conditions were 
according to the manufacturer's operation guidelines as 
follows: cdna 2 µl, qPcr mix 10 µl, forward primer 0.6 µl, 
reverse primer 0.6 µl, roX 0.3 µl, dePc water, 6.5 µl, SteP1 
95˚c 30 sec, SteP2 95˚c 5 sec, SteP3 60˚c 35 min  SteP4 
go to SteP2 for 30 cycles, SteP5: melt curve Stage, 
SteP6:4˚c end. β-actin was used as an internal control. the 
primer sequences used are as follows: tXndc5 (human), 
sense 5'-ggg tca aga tcg ccg aagta-3', antisense 
5'-gcc tcc act gtg ctc actga-3'; tXndc5 (mouse), 
sense 5'-cgc act tcg tca tgt tct tcg-3', antisense 
5'-cag agc aca cgt cgg aatca-3'; hypoxia-inducible 
factor-1α (Hif-1α) (human), sense 5'-atc gcg ggg acc 
gatt-3', antisense 5'-cga cgt tca gaa ctt atc ttt 
ttctt-3'; and β-actin, sense 5'-gca cca cac ctt cta caa 

tgagc-3' and antisense 5'-gga tag cac agc ctg gat 
agc aac-3'. the 2-ΔΔcq method was used to calculate the rela-
tive abundance of mrna for each gene compared with β-actin 
expression (19). each experiment was perfo rmed in triplicate.

Western blot analysis. tissue samples and cancer cells (rKo 
and Hct-116 cells) were homogenized and lysed in radioim-
munoprecipitation assay buffer (Sigma-aldrich, St. louis, 
mo, uSa) supplemented with proteinase inhibitors. equal 
amounts of protein (2 µg/µl) were loaded and separated by 
10% SDS‑PAGE. the protein concentration was determined 
by Bca. Subsequently, proteins were transferred to a poly-
vinylidene fluoride membrane (emd millipore, Billerica, 
MA, USA) and the membrane was blocked in 5% (w/v) 
non-fat milk. the membrane was then incubated with primary 
antibodies overnight at 4˚c, followed by incubation with a 
secondary antibody (anti-rabbit igg HrP-linked secondary 
antibody, 7074S; 1:2,000 dilution; cell Signaling technology, 
inc., danvers, ma, uSa) for 1 h at room temperature. Bands 
were visualized using the enhanced chemiluminescence 
advance detection system (emd millipore). Blots were 
semi‑quantified using image lab v4.0 (Bio-rad, Hercules, 
ca, uSa). the dilution of primary antibodies were as 
follows: tXndc5 (ent2133), 1:2,000; Hif-1α (ent2133), 
1:1,000; glucose-regulated protein 78 (grP78; ent2245), 
1:1,000; ccaat-enhancer-binding protein homologous 
protein (cHoP; ent0911), 1:1,000; activating transcription 
factor 4 (atf4; eaP0008), 1:1,000; B-cell lymphoma 2 
(Bcl-2)-associated X protein (Bax; ent0456), 1:1,000; Bcl-2 
(ent0469), 1:500; cleaved caspase-8 (enc011), 1:1,000; and 
β-actin (4970), 1:1,000.

Immunohistochemistry. tissue slides were prepared as follows: 
the tissue sections (pruned into 7-10-mm diameter and 5-7 µm 
thick) were incubated in 3 washes of xylene for 5 min each and 
then incubated in 2 washes of 100% ethanol for 10 min each 
and in 2 washes of 95% ethanol for 10 min each. The sections 
were then washed twice in dH2o for 5 minutes each and the 
slides were brought to boil in 1 mm edta (pH 8.2) followed by 
4 min at a sub-boiling temperature. no cooling was necessary. 
the sections were washed in dH2o 3 times for 5 min each 
and then incubated in 3% hydrogen peroxide for 15 min. 
afterwards, the sections were washed in dH2o twice for 5 min 
each. tissue slides were deparaffinized and antigen retrieval 
was performed by immersing the slides in boiling edta-tris 
buffer (pH 8.2) for 4 min. Following incubation with 3% H2o2 
for 15 min, slides were incubated with primary antibodies 
against tXndc5 (ent2133; 1:100) and Hif-1α (ent2133; 
1:100) (both from wuhan elabscience Biotechnology 
co., ltd., wuhan, china) overnight at 4˚c, followed by 
incubation with the secondary antibody (Sa00004-2; 1:500; 
Proteintech; nanjing, china) for 30 min at room temperature. 
3,3'-diaminobenzidine (0.05%) was used for 5-10 min at room 
temperature to visualize a positive immune reaction. nuclei 
were counterstained with hematoxylin. the microscope used 
was from leica (wetzlar, germany). Briefly, Hif-1α and 
tXndc5 expression levels were scored according to the 
percentage of positively stained cells and staining intensity: 
(‑) or 0, no staining (0‑10%); (+) or 1, weak staining (10‑25%); 
(++) or 2, moderate staining (25‑50%) and (+++) or 3, strong 
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staining (>50%). (‑) and (+) were defined as low expression, and 
(++) and (+++) were defined as high expression. The staining 
results were independently evaluated by two board‑certified 
clinical pathologists blinded to the clinical parameters. any 
discrepancy between the two evaluators was resolved by 
re-evaluation and careful discussion until agreement was 
reached.

Hypoxia treatment [1% O2 or cobalt chloride (CoCl2)]. 
cells were cultured in 96-well plates, or 60- or 100-mm 
petri dishes. for each assay, rKo and Hct-116 cells were 
cultured in RPMI‑1640 containing 10% FBS for 24 h. For 

hypoxic treatment, cells were exposed to either 1% O2 or to 
various concentrations of the hypoxia-mimicking agent cocl2 
(Phytotechnology laboratories, lenexa, KS, uSa) for various 
time intervals, as previously described (21).

MTT cell proliferation assay. In vitro cell proliferation was 
determined using a mtt cell Proliferation assay kit (atcc) 
according to the manufacturer's protocol. Briefly, cells were 
plated at 15x103 cells/well in 96-well tissue culture plates. at 
the end of the culture period, cells were washed with PBS, and 
the mtt reagents were added according to the manufacturer's 
protocol. Subsequently, formazan was dissolved using dmSo 

table i. correlation between clinicopathological features and Hif-1α or tXndc5 protein expression in 102 patients with crc.

 Hif-1α expression tXndc5 expression
 ----------------------------------------------------- --------------------------------------------------------
clinicopathological  low High  low High
variable n (n=42) (n=60) P-value (n=48) (n=54) P-value

age (years)    1.000   0.099
  <60 63 26 (41.3%) 37 (58.7%)  26 (41.3%) 37 (58.7%)
  ≥60 39 16 (41.0%) 23 (59.0%)  22 (56.4%) 17 (43.6%)
gender    0.432   0.843
  Male 58 26 (44.8%) 32 (55.2%)  28 (48.3%) 30 (51.7%)
  Female 44 16 (36.4%) 28 (63.6%)  20 (45.5%) 24 (54.5%)
location    0.329   0.424
  Left colon 38 19 (50.0%) 19 (50.0%)  21 (55.3%) 17 (44.7%)
  Right colon 25 10 (40.0%) 15 (60.0%)  10 (40.0%) 15 (60.0%)
  Rectum 39 13 (33.3%) 26 (66.7%)  17 (43.6%) 22 (56.4%)
Size (cm)    0.687   1.000
  <5.0 47 19 (38.3%) 28 (61.7%)  22 (46.8%) 25 (53.2%)
  ≥5.0 55 24 (43.6%) 31 (56.4%)  26 (47.3%) 29 (52.7%)
differentiation    0.510   0.661
  Well‑moderate 74 29 (39.2%) 45 (60.8%)  36 (48.6%) 38 (51.4%)
  Poor 28 13 (46.4%) 15 (53.6%)  12 (42.9%) 16 (57.1%)
cea    0.071   0.824
  <5 ng/ml 75 35 (46.7%) 40 (53.3%)  36 (48.0%) 39 (52.0%)
  ≥5 ng/ml 27 7 (25.9%) 20 (74.1%)  12 (44.4%) 15 (55.6%)
adjuvant therapy    0.384   0.667
  Yes 31 15 (48.4%) 16 (51.6%)  16 (51.6%) 15 (48.4%)
  No 71 27 (38.0%) 44 (62.0%)  32 (45.1%) 39 (54.9%)
tnm stage    0.008a   0.027a

  I‑II 29 18 (62.1%) 11 (37.9%)  19 (65.5%) 10 (34.5%)
  III 73 24 (32.9%) 49 (67.1%)  29 (39.7%) 44 (60.3%)
t stage    0.036a   0.035a

  T1‑T2 13 9 (69.2%) 4 (30.8%)  10 (76.9%) 3 (23.1%)
  T3‑T4 89 33 (37.1%) 56 (62.9%)  38 (42.7%) 51 (57.3%)
n stage    0.023a   0.045a

N0 28 17 (60.7%) 11 (39.3%)  18 (64.3%) 10 (35.7%)
N1‑N2 74 25 (33.8%) 49 (66.2%)  30 (40.5%) 44 (59.5%)

Hif-1α and tXndc5 expression in crc tissues was examined by immunohistochemistry and scored according to the percentage of positively 
stained cells and staining intensity: (‑) or 0, no staining (0‑10%); (+) or 1, weak staining (10‑25%); (++) or 2, moderate staining (25‑50%); and 
(+++) or 3, strong staining (>50%). (‑) and (+) were defined as low expression, and (++) and (+++) were defined as high expression. aP<0.05. 
cea, carcinoembryonic antigen; crc, colorectal cancer; Hif-1α, hypoxia-inducible factor-1α; tXndc5, thioredoxin domain-containing 5.
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and the absorbance was then measured at 570 nm using an 
eliSa plate reader. each experiment was repeated three times 
in triplicate.

Colony formation assay. cells were seeded at a density of 
500 cells/6-well plates (corning inc., corning, nY, uSa) 
in triplicate and were cultured for 14 days. during colony 
growth assays, the culture medium was replaced every 
3 days. colonies with >50 cells were counted when visible 
to naked eye and stained with giemSa under a light micro-
scope.

Cell apoptosis assay. cells were seeded at 1x105 cells/well 
in 96-well tissue culture plates. cell apoptosis was measured 
at 24 h using a microplate reader-based titertacS in situ 
apoptosis detection kit (r&d Systems, inc., minneapolis, 
mn, uSa) according to the manufacturer's protocol. the 
percentage of apoptotic cells was calculated.

Measurement of ROS. the intracellular total roS activity 
assay kit (abnova, walnut, ca, uSa) was used to detect 
ROS levels, according to the manufacturer's protocol. Briefly, 
the treated cells were lysed and the amount of intracellular 
ROS was calculated according to dichlorodihydrofluorescein 
production, which was measured using a fluorometric plate 
reader at excitation and emission wavelengths of 490 and 
525 nm, respectively.

Transient transfection of small interfering (si)RNA. cells 
(3.0x105 per well) were seeded into 24-well plates at a density of 
1.5x105 cells/ml, and allowed to reach ~50% confluence on the 
day of transfection. cells were transfected with 100 nmol/l of 
each sirna duplex for 6 h at 37˚C using lipofectamine® 2000 
reagent (Invitrogen; Thermo Fisher Scientific, Inc.) according to 
the manufacturer's protocol. Scrambled control sirna (siScr), 
siHif-1α (agccatttacataatatagaa) and sitXndc5 
(atcgagctacttcccataata) were all purchased from 
guangzhou riboBio co., ltd. (guangzhou, china).

Azoxymethane (AOM)‑induced colorectal tumorigenesis 
model. aom was used to induce a sporadic colorectal 
tumorigenesis model, as previously described (22). Briefly, 
8 week-old male mice [n=18; a/j strain; divided into 
3 groups; weight, >18 g; maintenance conditions: tempera-
ture, 18-29˚c; relative humidity, 50‑60%; free access to clean 
food and water; lighting for 10-14 h (lights turned on at 8:00 
every day and turned off at 18:00)] were intraperitoneally 
injected with 10 mg/kg body weight aom (Sigma-aldrich) 
six times. the mice were injected with aom every week 
from the first to the sixth week. the mice were then provided 
with regular water and did not undergo any further treatment. 
Mice were sacrificed at various time‑points, after which the 
colorectum was excised, opened longitudinally, flushed with 
ice‑cold PBS and fixed in 10% formalin/PBS for 24 h at 
room temperature. Subsequently, macroscopic tumors were 
counted and morphological evaluation of normal, adenoma 
and tumor tissues were performed under a light microscope. 
all mice were divided into 3 groups; the blank control group 
was treated with normal saline, the adenoma and tumor 
groups were treated with aom. the normal tissues were 

obtained from the blank control group, and the adenoma 
tissues were obtain from mice treated with aom at the end of 
the 12th week. all animals received humane care according 
to the institutional animal care and treatment committee 
of central South university, and the proof number of ethics 
was 201603426.

Statistical analysis. Statistical analysis of the differences in 
mrna expression levels of Hif-1α and tXndc5 between 
paired tissues were analyzed by paired t-test. the associa-
tion between target gene expression and clinicopathological 
factors was estimated by χ2 test. the statistical differences 
among ≥2 groups were analyzed using one‑way analysis of 
variance followed by post hoc pairwise comparisons (tukey's 
post hoc test). the experiments were repeated 3 times. the 
correlation between Hif-1α and tXndc5 expression was 
determined by Spearman's correlation analysis. all data 
are expressed as the means ± standard error. P<0.05 was 
considered to indicate a statistically significant difference. 
the statistical software programs graphPad Prism 6.0 
(graphPad Software, inc., la jolla, ca, uSa) and SPSS 13.0 
for windows (SPSS, inc., chicago, il, uSa) were used to 
analyze data.

Results

TXNDC5 upregulation is associated with HIF‑1α over‑
expression in human CRC specimens. the expression levels 
of Hif-1α and tXndc5 were detected in crc tissues from 
patients. as shown in fig. 1a, the mrna expression levels 
of Hif-1α and tXndc5 were increased in crc tissues 
compared with in paired normal mucosal tissues. in addition, 
tXndc5 mrna expression was positively correlated 
with Hif-1α mrna expression in crc tissues (r=0.435, 
P<0.0001). the protein expression levels of Hif-1α and 
tXndc5 were detected in randomly selected crc samples 
by western blot analyses. as shown in fig. 1B, crc tissues 
exhibited higher expression levels of tXndc5 compared 
with in paired normal tissues. as presented in fig. 1c, 
analyses of the staining intensity in immunohistochemistry 
images indicated that the expression of tXndc5 was 
highly correlated with the expression of Hif-1α in crc 
tissues (r=20.508, P<0.0001; data not shown). in addition, 
strong Hif-1α and tXndc5 staining was revealed to be 
associated with advanced tnm stage (fig. 1d). as shown 
in table i, the expression levels of Hif-1α and tXndc5 
were significantly associated with the TNM stage of CRC, 
whereas no significant association was found with other 
clinicopathological variables, including age, gender, tumor 
location, tumor size, tumor differentiation, adjuvant therapy 
and carcinoembryonic antigen levels.

Hypoxia induces the expression of TXNDC5 via upregu‑
lating HIF‑1α in CRC cell lines. to examine whether Hif-1α 
induced the expression of tXndc5, rKo and Hct-116 
human crc cells were cultured under hypoxic condi-
tions (1% O2) in a sealed hypoxic chamber (23). as shown 
in fig. 2a, the expression levels of Hif-1α and tXndc5 
reached a peak after 24 h under hypoxia. the cells were 
also treated with various concentrations of cocl2, which is 
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a Hif prolyl hydroxylase antagonist (24) that was used as a 
positive control for Hif-1α induction. as shown in fig. 2B, 
1 µm cocl2 induced the highest expression of tXndc5; 
similar results were observed with regards to the expression 
of Hif-1α. Subsequently, a specific siRNA (siHIF‑1α) was 
used to knockdown Hif-1α by ~65% in RKO cells and ~55% 
in Hct-116 cells under hypoxic conditions. as shown in 
fig. 3, knockdown of Hif-1α abolished the hypoxia-induced 
expression of tXndc5 in rKo and Hct-116 cells.

TXNDC5 is critical for CRC tumorigenesis under hypoxia. 
to determine the function of tXndc5, a specific 
sirna (sitXndc5) was used to knockdown tXndc5 
expression by ~60% in RKO and HCT‑116 cells under 
hypoxic conditions (fig. 4). to determine the effects 
of tXndc5 on cell proliferation, the mtt assay was 
performed on cells transfected with sitXndc5 or siScr. 
as shown in fig. 5a, tXndc5 knockdown resulted in a 
significant reduction in the proliferation of both cell lines 
under hypoxia, but not under normoxia. furthermore, 

cells transfected with sitXndc5 exhibited a ~75% reduc-
tion in colony-forming capacity compared with in those 
transfected with siScr under hypoxic conditions, but not 
normoxic conditions (fig. 5B and c). these findings 
suggested that tXndc5 was critical for crc cell prolif-
eration under hypoxia. furthermore, the role of sitXndc5 
was determined in hypoxia-induced crc cell apoptosis. 
as shown in fig. 5d, knockdown of tXndc5 significantly 
increased cell apoptosis under hypoxia, but not under 
normoxia, thus suggesting a protective role of tXndc5 
in hypoxia-induced crc cell apoptosis. the present 
study also examined the expression levels of tXndc5 
in an aom-induced mouse model of crc tumorigenesis, 
which reportedly exhibits similar pathological and patho-
physiological manifestations to human sporadic colorectal 
tumorigenesis (22). as shown in fig. 6, the mrna and 
protein expression levels of tXndc5 were significantly 
increased in tumor tissues compared with in adenoma and 
normal tissues, confirming the important role of tXndc5 
in crc tumorigenesis.

figure 1. tXndc5 upregulation is associated with Hif-1α overexpression in human crc tissues. (a) mrna expression levels of (a) Hif-1α and (b) tXndc5 
in t and nt were detected by reverse transcription-quantitative polymerase chain reaction in patients with crc. (c) tXndc5 mrna expression was posi-
tively correlated with Hif-1α mrna expression (r=0.435, P<0.0001). (B) western blot analyses were used to detect the protein expression levels of Hif-1α 
and tXndc5 in randomly selected crc tissues and nt. (c) expression levels of Hif-1α and tXndc5 were examined by immunohistochemistry in crc 
tissues and nt from 102 patients with crc. images show negative staining of Hif-1α and tXndc5 in nt; negative or low staining of Hif-1α and tXndc5 
in crc1; and strong staining of Hif-1α and TXNDC5 in CRC2. Magnification, x200; scale bar, 100 µm. (D) Strong staining of HIF‑1α and tXndc5 was 
associated with advanced tnm stage. Scores indicate staining intensity: 0, negative; 1, weak staining; 2, intermediate staining; and 3, strong staining. crc, 
colorectal cancer; Hif-1α, hypoxia-inducible factor-1α; nt, paired normal tissues; t, tumor tissues; tXndc5, thioredoxin domain-containing 5.
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Knockdown of TXNDC5 aggravates ER stress and induces 
apoptosis in CRC cell lines. Hypoxia can induce the forma-
tion of roS, which are critical inducers of er stress (5-7). 
therefore, the present study examined the effects of 
tXndc5 knockdown on the production of roS in rKo 
and Hct-116 cells. as shown in fig. 7a, cells transfected 
with sitXndc5 exhibited signi ficantly increased roS 
production compared with those transfected with siScr 
under hypoxic, but not normoxic conditions. as shown in 
fig. 7B, hypoxia significantly induced the expression of 
er stress (cHoP, grP78 and atf4), apoptosis (Bax and 
cleaved caspase-8) and survival (Bcl-2) markers in rKo and 
Hct-116 cells, whereas knockdown of tXndc5 further 
increased the expression of er stress (cHoP, grP78 

and atf4) and apoptosis (Bax and cleaved caspase-8) 
markers under hypoxic, but not normoxic conditions. 
Conversely, knockdown of TXNDC5 significantly decreased 
hypoxia-induced expression of the survival marker Bcl-2 
under hypoxia, but not under normoxia.

Discussion

numerous studies, including our previous comparative 
proteomic study, demonstrated that tXndc5 is overexpressed 
in crc (15-17). the present study provided in vivo and in vitro 
evidence to sugge st that tXndc5 serves an important role 
in the tumorigenesis of crc, particularly under hypoxia. the 
present in vivo data indicated a positive association between 

figure 2. tXndc5 expression is increased in crc cells during hypoxia. (a) western blot analyses were used to detect the protein expression levels of Hif-1α 
and TXNDC5 in RKO and HCT‑116 CRC cells under hypoxia (1% O2). β-actin was used as a loading control. density of the Hif-1α or tXndc5 blot was 
normalized against that of the β-actin blot, in order to obtain relative blot density, which was expressed as a fold change to that of the control (0 h) (designated 
as 1). *P<0.0001; **P=0.0007 and ***P=0.0002. (B) rKo and Hct-116 cells were treated with 1, 10 or 100 µm cocl2 for 48 h. western blot analyses were 
used to detect the protein expression levels of Hif-1α and tXndc5. β-actin was used as a loading control. density of the Hif-1α or tXndc5 blot was 
normalized against that of the β-actin blot, in order to obtain relative blot density, which was expressed as a fold change to that of the control (untreated 
cells) (designated as 1). *P<0.0001. cocl2, cobalt chloride; con, control; crc, colorectal cancer; Hif-1α, hypoxia-inducible factor-1α; tXndc5, thioredoxin 
domain-containing 5.
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tXndc5 and the tnm stage of crc in human samples; this 
was corroborated by the sporadic crc animal model, which 
exhibited an ascending tendency in the expression levels of 

tXndc5 from normal to crc tissues. the in vitro data indi-
cated that tXndc5 could promote proliferation and survival 
of crc cells under hypoxia, likely by regulating er stress.

figure 3. tXndc5 expression is regulated by Hif-1α in CRC cells. RKO and HCT‑116 cells were transfected with a specific siRNA (siHIF‑1α) to 
knockdown Hif-1α. cells transfected with siScr were used as a control. the expression levels of Hif-1α and tXndc5 were detected by western blotting 
in cells under n, 24 h H and cocl2 treatment (1 µm; 48 h). β-actin was used as a loading control. density of the Hif-1α or tXndc5 blot was normalized 
against that of the β-actin blot, in order to obtain relative blot density, which was expressed as a fold change to that of cells transfected with siScr under 
normoxia (n-siScr) (designated as 1). *P=0.0009; **P=0.0004; ***P= 0.0001; ****P=0.0004; #P=0.0019. cocl2, cobalt chloride; crc, colorectal cancer; H, 
hypoxia; Hif-1α, hypoxia-inducible factor-1α; n, normoxia; sirna/si, small interfering rna; siScr, scrambled control sirna; tXndc5, thioredoxin 
domain-containing 5.

Figure 4. Knockdown of TXNDC5 in colorectal cancer cells. RKO and HCT‑116 cells were transfected with a specific siRNA (siTXNDC5) to knockdown 
tXndc5. cells transfected with siScr were used as a control. the expression levels of tXndc5 were detected by reverse transcription-quantitative poly-
merase chain reaction and western blot analyses under H or n. *P=0.0003; **P<0.0001. H, hypoxia; Hif-1α, hypoxia-inducible factor-1α; n, normoxia; sirna/
si, small interfering rna; siScr, scrambled control sirna; tXndc5, thioredoxin domain-containing 5.
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it has previously been reported that tXndc5 promotes 
cell proliferation under hypoxic conditions, including in 
fibroblast‑like cells, synovial fluid and blood (25). In addi-
tion, hypoxia-induced tXndc5 has been demonstrated 
to protect endothelial cells and tumor endothelium from 
hypoxia-induced apoptosis (12); however, these previous 
studies did not indicate whether tXndc5 was regulated by 
hypoxia. in the present study, in crc cells, hypoxia induced 
the expression of tXndc5 via Hif-1α; Hif-1α knockdown 
abolished hypoxia-induced expression of tXndc5. a previous 

study reported that hypoxia exerted no detectable effects on 
tXndc5 expression in non-small cell lung cancer cell lines 
under hypoxia, whereas Hif-1α was upregulated (26). this 
discrepancy may be attributed to the fact that the cells were 
obtained from different organs with varying genetic back-
grounds.

Previous studies have demonstrated that hypoxia regulates 
the expression of genes involved in angiogenesis, anaerobic 
glycolysis, cell proliferation and survival (27,28). the present 
study revealed that tXndc5 knockdown decreased crc cell 

figure 5. tXndc5 promotes colorectal cancer cell proliferation, colony formation and survival in vitro. rKo and Hct-116 cells were transfected with a 
specific siRNA (siTXNDC5) to knockdown TXNDC5. Cells transfected with siScr were used as a control. (A) MTT assays (*P<0.0001), (B and c) colony 
formation assays(*P<0.0001) and (d) apoptosis assays (**P=0.0020; ***P=0.0004) were performed in rKo and Hct-116 cells transfected with sitXndc5 or 
siScr under H and n. H/Hyp, hypoxia; n/nom, normoxia; od, optical density; sirna/si, small interfering rna; siScr, scrambled control sirna; tXndc5, 
thioredoxin domain-containing 5.
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proliferation and colony formation, and augmented apoptosis 
under hypoxia, thus suggesting that tXndc5 is critical for 
crc cell proliferation and survival under hypoxic conditions. 
Previous studies have also demonstrated that tXndc5 regu-
lates proliferation and survival of gastric and pancreatic cancer 
cells under normoxia (29,30). However, in the present study, 
knockdown of tXndc5 only affected crc cell proliferation 
and survival under hypoxia, not normoxia. these findings 
suggested that tXndc5 is more likely a hypoxia-induced 
stress survival factor rather than a common oncogene in crc.

Hypoxia induces roS production and er stress (10,31,32). 
roS directly or indirectly affects er homeostasis and protein 
folding, which triggers er stress and may induce cell apop-
tosis in the case of excessive er stress (32,33). accumulating 
evidence has suggested that tXndc5 is involved in roS 
production and er stress (30,34). it has previously been 
reported that inhibiting the expression of tXndc5 via 
knockdown of the orphan nuclear receptor, nuclear receptor 
subfamily 4 group a member 1, induces roS and er stress in 
pancreatic cancer cells (30); conversely, increasing the expres-
sion of tXndc5 in lipid endothelial cells effectively decreases 
roS production and protects cells (34). the present study 
demonstrated that, in crc cells, knockdown of tXndc5 

markedly increased hypoxia-induced roS production, and 
the expression of hypoxia-induced er stress and apoptotic 
markers. This finding is in agreement with a previous study, 
which indicated that hypoxia-induced tXndc5 was involved 
in helping proteins to fold correctly via its disulfide isomerase 
activity (13). Taken together, these findings suggested that 
tXndc5 functions as a hypoxia-induced survival factor to 
regulate hypoxia-induced roS/er stress signaling, thereby 
maintaining the tumorigenesis of crc cells under hypoxia 
and oxidative stress.

in conclusion, the present in vivo data demonstrated that 
tXndc5 is overexpressed in crc tissues, and this overex-
pression is associated with unfavorable clinicopathological 
features. furthermore, the in vitro results indicated that hypoxia 
induces tXndc5 expression via upregulating Hif-1α; this 
effect may promote crc cell proliferation and survival under 
hypoxia, likely through inhibiting hypoxia-induced roS/er 
stress signaling. these findings suggested that tXndc5 
functions as an important stress survival factor to maintain 
the tumorigenesis of crc cells under hypoxia by regulating 
hypoxia-induced roS/er stress signaling. the present study 
provided novel insights into the role of tXndc5 in the 
tumorigenesis of crc.

figure 6. tXndc5 expression was increased during crc progression. tXndc5 expression was examined by rt-qPcr and western blotting in an 
aom-induced mouse model of crc. (a) Schematic diagram of the experimental course of aom-induced colorectal carcinogenesis, used to mimic human 
sporadic colorectal cancer. (B) Macroscopic tumor and microstructure morphological evaluation of normal tissue, adenoma and tumor. Magnification, x200; 
scale bar, 100 µm. mrna and protein expression levels of tXndc5 were detected by (c) rt-qPcr and (d) western blot analyses. *P=0.0002; **P<0.0001. 
aom, azoxymethane; crc, colorectal cancer; rt-qPcr, reverse transcription-quantitative polymerase chain reaction; tXndc5, thioredoxin domain-con-
taining 5.
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