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Abstract 

Background:  Novel strategies are required since the hypoxic tumor microenvironment is one of the important 
impediments for conventional cancer therapy. High mobility group box 1 (HMGB1) protein can block aerobic respira-
tion in cancer cells. We hypothesized that HMGB1could also kill the colorectal cancer cells during hypoxia.

Methods:  In this study, we developed oncolytic herpes simplex virus type 1 expressing HMGB1 protein (HSV-HMGB1) 
and investigated the cytotoxic effect of HSV-HMGB1 and its parental virus (HSV-ble) on three colorectal cancer cells 
(HCT116, SW480, and HT29) under normoxic (20% oxygen) and hypoxic (1% oxygen) conditions. We further identified 
potential autophagy- related genes in HT29 cells by retrieving mRNA expression microarray datasets from the Gene 
Expression Omnibus database. These genes were then detected in HT29 cells infected with HSV-HMGB1 and HSV-ble 
during normoxia and hypoxia by Real-Time quantitative PCR (qRT-PCR).

Results:  The cytotoxic effect of HSV-HMGB1 was significantly higher than that of HSV-ble during normoxia; how-
ever, during hypoxia, HSV-HMGB1 enhanced the viability of HT29 cells at MOI 0.1. Analyzing the cell death pathway 
revealed that HSV-HMGB1 induced autophagy in HT29 cells under hypoxic conditions.

Conclusion:  In conclusion, it appears that oncolytic virotherapy is cell context-dependent. Therefore, understand-
ing the cancer cells’ characteristics, microenvironment, and cell signaling are essential to improve the therapeutic 
strategies.
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Importance
Colorectal cancer (CRC) is the third most common 
malignancy, and the hypoxic microenvironment plays 
a vital role in CRC pathogenesis. Innovative strategies 
seem to be highly required to overcome the hypoxic con-
dition in CRC cells. Oncolytic virotherapy is one of the 
novel strategies for cancer therapy, and oncolytic herpes 
virus (oHSV-1, HHV-1 based on ICTV nomenclature) 

has been approved by FDA for melanoma treatment. 
However, cytotoxicity of oHSV against cancerous cells 
is reduced under hypoxic conditions. In this study, we 
designed an oHSV-1 to reduce the viability of CRC cells 
and explored the cell death mechanism during hypoxia 
and normoxia in vitro. The results of this study can pro-
vide an insight into the sensitivity of cancerous cells to 
recombinant oncolytic viral vectors under hypoxic con-
ditions. Moreover, exploring cell death mechanisms may 
give future directions in manipulating viral vectors for 
being used alone or as a suitably-designed co-therapy.
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Introduction
The hypoxic microenvironment is commonly observed in 
solid tumors, including colorectal cancer (CRC). Short-
age of oxygen results from inadequate oxygen delivery 
via inefficient tumor vasculature [1]. Tumor behavior is 
affected by hypoxia, and indeed, hypoxia can facilitate 
tumor progression and metastasis, leading to resistance 
to conventional chemo-radiotherapy [2]. Since CRC is 
the third most common malignancy and the fourth lead-
ing cause of cancer deaths worldwide [3], developing 
novel anticancer agents that efficiently kill tumor cells 
under hypoxic and normoxic conditions is required to 
improve clinical outcomes.

Oncolytic virotherapy can be regarded as a promising 
novel strategy for cancer therapy. Engineered oncolytic 
viruses are modified in a way that could selectively rep-
licate in cancer cells without harming the normal tissues. 
Such viruses can be used as a delivery vehicle by harbor-
ing the gene of interest [4, 5]. Modified herpes simplex 
virus (HSV-1) has been investigated as an oncolytic virus 
candidate and has been FDA-approved for melanoma 
treatment recently. Other variants of the oncolytic HSV 
(oHSV-1) have also shown promising.

Results in some cancer diseases, including colon carci-
noma [6]; however, this novel targeted treatment is not 
flawless. Friedman et  al. showed replication, infectivity, 
and cytotoxicity of oHSV-1 was reduced under hypoxic 
conditions. Hence, oxygen tension should be regarded as 
an important variable when establishing next-generation 
oHSVs [7].

HMGB1 is a ubiquitous and conserved protein that is 
responsible for various biological activities inside and 
outside of the cells [8]. It has two nuclear localization sig-
nals (NLS1 and NLS2) and resides predominantly in the 
nucleus of eukaryotic cells while can rapidly be released 
into the cytosol. HMGB1 plays different roles in different 
redox states, and its biological function depends on its 
subcellular localization and expression. Additionally, its 
diverse isoforms play distinct roles in the pathogenesis of 
various diseases like colorectal cancers [9]. Gdynia et al. 
showed that HMGB1 could alter mitochondrial energy 
metabolism by blocking aerobic respiration, resulting 
in colorectal cancer cells death [10, 11]. It has also been 
shown that during hypoxia, nucleus-to-cytosol translo-
cated HMGB1 binds to DNA, resulting in hepatocellu-
lar carcinoma proliferation [12]. However, in CRC and 
colorectal adenoma tissue samples, high rates of nuclear 
HMGB1 expression (84.0% and 92.6%, respectively) and 
moderate cytoplasmic HMGB1 expression (25.2% and 
11.8%, respectively) have been reported [13]. Here, to 
determine whether oncolytic virotherapy and overex-
pression of HMGB1 under hypoxic conditions can affect 
subcellular localization of the protein and tumor cell 

death, we infected three colorectal cancer cell lines with 
a recombinant oHSV expressing HMGB1 and investi-
gated its effects on the cell lines in in vitro normoxic and 
hypoxic environments.

Results
Construction and characterization of recombinant 
HSV‑HMGB1
Construction of HSV ICP34.5- Blecherry was described 
in our previous study [14, 15]. The experiments were 
designed to construct recombinant viruses derived 
from HSV-1/Δ34.5/Blecherry in which both copies of 
the γ34.5 genes were disrupted and replaced by CMV-
Blecherry-BGH poly-A cassette. The established system 
for the construction of the HSV-HMGB1 virus was com-
posed of two steps. The first step required transfection 
of BHK cells with the shuttle vector, pSL1180-ARM1 
and 2-HMGB1, a plasmid containing HMGB1 sequence 
under the control of CMV promoter flanked by tk homol-
ogous arms. In the second step, BHK cells were trans-
fected with pSL1180-ARM1 and 2-HMGB1 and then 
infected with HSV-1/Δ34.5/Blecherry/tk-GFP to replace 
GFP with the HMGB1 expression cassette. By replacing 
the GFP sequence in HSV ICP34.5-Blecherry tk- GFP 
with Blecherry, HSV ICP34.5-Blecherry tk-BleCherry 
was constructed and used as a control; the recombinant 
red virus was obtained by harvesting the Blecherry posi-
tive plaques and isolating the virus by limiting dilution. 
Figure 1A and B depicts the recombination and genomic 
structure schema of HSV ICP34.5-Blecherry tk- BleCh-
erry and HSV ICP34.5-Blecherry tk- HMGB1 hereafter 
called HSV-ble and HSV-HMGB1, respectively. In short, 
Vero cells were infected with HSV-HMGB1 at MOI 0.1, 
and recombinant red plaques were picked and subjected 
to plaque isolation to obtain the pure virus. The recombi-
nant HSV-HMGB1 was further confirmed by PCR analy-
sis and DNA sequencing of the tk locus. The 2000 bp PCR 
product represents the insertion of the targeted gene into 
tk deleted site (Fig. 1C). To assess the effect of HMGB1 
on viral yield, replication of the two recombinant viruses 
was compared in HCT116, SW480, and HT29 cells, and 
then virus production was monitored over time using 
plaque assay. As shown in Fig.  1D, viral replication was 
similar for the two viruses. The replication of the new 
recombinant virus was not affected by carrying the 
transgene in the cells and conditions tested in this study.

Basal expression of HMGB1 in colorectal cancer cell lines
An immunofluorescence experiment was used to deter-
mine the overexpression of HMGB1 in the infected 
colorectal cancer cell lines using anti HMGB1 antibody. 
Cells were infected with HSV-HMGB1 at MOI 0.7 (the 
dilution of the virus at which 50% of cells were infected), 
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then the expression of HMGB1 was compared with unin-
fected cells in the same microscopic field, and Mean fluo-
rescence intensities were quantified by ImageJ software. 
As shown in Fig. 2, (panel A, C and E indicates infected 
CRC cells with HSV-HMGB1(red) at MOI 0.7, and panel 
B, D and F indicates CRC cells stained with anti HMGB1 
antibody (green)) based on fluorescence signal per cell, 
the mean basal expression of HMGB1 protein in unin-
fected HCT116 (mean ± SD, 21.25 ± 2.3 AU), SW480 
(mean ± SD, 4.62 ± 1.21 AU) and HT29 cells (mean ± SD, 
12 ± 1.95 AU) were significantly lower when compared to 
infected HCT116 (mean ± SD, 43.37 ± 2.1 AU), SW480 
(mean ± SD, 23.5 ± 1.21 AU) and HT29 cells (mean ± SD, 
29.1 ± 1.54 AU) (Fig.  2 panel G, and Table  1). To rule 
out fluorescence signal leaking from the Blecherry into 
the FITC channel, HT29 cells were infected with HSV-
ble. Results showed no significant changes in HMGB1 
expression between infected cells and uninfected cells. 
(Additional file 1: Fig. S1). Moreover, to confirm HMGB1 
overexpression, Beta-catenin expression was evaluated in 
HT29 cells. Results indicate that Beta-catenin mRNA lev-
els upregulated in HT29 cells infected with HSV-HMGB1 
during normoxia and hypoxia (Fig. 2 panel H).

Cytotoxicity activity of recombinant HSV‑HMGB1
The SW480, HCT116, and HT29 cells were infected 
with HSV-HMGB1 and HSV-ble at four different MOIs 
(0.01, 0.1, 1, and 10) under normoxic and hypoxic 
conditions. Seventy-two hours post-infection 2,3-bis-
(2-methoxy-4-nitro-5-sulfophenyl)-2H-tetrazolium-
5-carboxanilide (XTT) assay was used to determine the 
cytotoxicity of indicated viruses. As shown in Fig.  3, 
HSV-HMGB1 and HSV-ble could induce dose-depend-
ent cancer cell-killing effect, and viability is more in 
case of hypoxia for both viruses at MOI 10 and 1 in 
HCT116 and SW480 cells (Additional file 1: Fig S2). In 
HT29 cells, however HSV-ble showed more cytotoxic-
ity under hypoxic conditions. But cytotoxicity of HSV-
HMGB1 in HT29 cells during normoxia and hypoxia 
was not statistically significant (Additional file  1: Fig. 
S2). HSV-HMGB1 elicited more efficient cytotoxic 
activity under hypoxic (P < 0.001 for HCT116, P < 0.05 
for SW480) and normoxic (P < 0.001 for HCT116, 
P < 0.05 for SW480, and P < 0.001 for HT29) conditions 
than HSV-ble. But interestingly, in HT29 cells during 
hypoxia, HSV-ble showed superior tumor cell killing 
ability P < 0.01 than that of HSV-HMGB1. Of note, the 

Fig. 1  Construction and characterization of the HMGB1-harboring HSV. A and B Schematic diagram of herpes simplex virus showing the regions 
modified in HSV-HMGB1 and HSV-ble. The parental virus, HSV-ble, was generated by inserting Blecherry expression cassette into the tk locus. 
HSV/HMGB1 derived from HSV ICP34.5-Blecherry tk- GFP by inserting HMGB1 expression cassette into UL23 (TK) coding region. C PCR analysis 
of recombinant HSV-HMGB1. PCR was performed using DNA isolated from non-infected HEK293T, HSV-HMGB1 and HSV-ble by hmgb1F and tkF 
primers. Lane1: the PCR product of non-infected HEK293T; lane2: PCR product of HSV-ble; lane3: PCR product of HSV-HMGB1; Lane M: 1 kb DNA size 
marker. D Replication of HSV-HMGB1 and HSV-ble in human colorectal cancer cell lines. Cells were infected with HSV-HMGB1 and HSV-ble at MOI 
0.1, and the virus yields were determined at 10, 24, 48 and 72 h post-infection
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experiment was repeated five times with similar results, 
but the result needs to be interpreted cautiously.

Examining the apoptotic activity of the recombinant 
HSV‑HMGB1
Considering the influence of hypoxia on the cytotoxic 
activity of HSV-HMGB1, we wondered whether the 
recombinant virus could modulate apoptosis in the host 
cells [16, 17]. In fact, HMGB1 plays a key role in regulat-
ing apoptosis and autophagy [18]. Accordingly, Annexin-
V-Alexa Flour and PI staining were performed to quantify 
cell apoptosis. As seen in Fig. 4, and Table 2, in HCT116 

Fig. 2  HMGB1 expression was significantly higher in CRC cell lines infected with HSV-HMGB1 than in uninfected cells. A, C, and E Infected CRC cells 
with HSV-HMGB1(red) at MOI 0.7. B, D, and F CRC cells stained with anti HMGB1 antibody (green). B, D, and F represent the same microscopic field 
of (A, C, and E). G Bar graphs show HMGB1 mean fluorescence intensity (MFI) in uninfected and HSV-HMGB1 infected cells. Fluorescence intensities 
were measured using the ImageJ software. H mRNA expression of Beta–catenin in HT29cells infected with HSV-HMGB1 and HSV-ble under hypoxic 
and normoxic condition were analysed by reverse transcription-quantitative PCR. Gene expression levels were calculated based on the Delta-Delta 
Ct relative quantification. Three biological replicates were performed *p < 0.05, **p < 0.01, and ***p < 0.001

Table 1  Results of mean basal expression of HMGB1 protein in 
CRC cells

Infected and un-infected CRC cells HMGB1 Mean 
Fluorescence 
Intensity

SW480 HSV-HMGB1 23.5

SW480 4.6

HT29 HSV-HMGB1 29.125

HT29 12

HCT116 HSV-HMGB1 43.37

HCT116 21.2
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cells, Annexin/PI double staining revealed that the apop-
tosis following HSV-HMGB1 infection has increased to 
54.3% and 49.1%, that were nearly 2.8 and 1.8 times more 
than that of HSV-ble 19% and 26.7% during normoxia 
and hypoxia, respectively. Under the normoxic condi-
tions, early apoptosis (Annexin-V positive, PI negative) 
induced by HSV-HMGB1 was increased (14.7% for HT29 
and 5.1% for SW480 cells) in comparison with HSV-ble 
(10.7% for HT29 and 2.2% for SW 480); and there were 
no notable changes in the percentage of the late-stage 
of apoptotic cells. Even though during hypoxia, the 

percentage of Annexin/PI-positive SW480 cells infected 
with HSV-HMGB1 decreased (12.7% compared to 22.6% 
in normoxic conditions), it is still three times more than 
apoptosis in SW480 cells infected with HSV-ble during 
hypoxia (4.8%). Interestingly, the rate of early and late 
apoptosis is about twice in the case of normoxic condi-
tions (compared to hypoxic) for HSV-HMGB1-infected 
HT29. Our data showed no differences in the rate of early 
apoptosis in HT29 cells infected with HSV-HMGB1 and 
HSV-ble infected under hypoxic conditions. Of note, 
since the sensitivity and condition of the XTT assay and 

Fig. 3  XTT assays with CRC cells under normoxic and hypoxic conditions demonstrating a dose-dependent cytotoxicity 72 h after infection with 
HSV-HMGB1, and HSV-ble. The relative cell viability was normalised to that of the control (non- infected CRC cells at 72 h). Three independent 
experiments were performed. For hypoxic conditioned HT29 cell five independent experiments were performed. data are shown as means ± sd. 
n = 3, *p < 0.05. **p < 0.01, and ***p < 0.001
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Annexin-PI assay are different, we assumed that we could 
not directly compare the two results; however, as can be 
seen in Figs. 3 and 4, the ability of viruses for killing the 
CRC cells followed the similar pattern in both assays.

Analyzing autophagy following infection with the recom‑
binant HSV‑HMGB1
Based on the apoptosis analysis, the higher viability of 
the HSV-HMGB1-infected HT29 cell line under hypoxic 
conditions may not be due to the apoptosis. So, further 
investigation was conducted by measuring the expression 

level of microtubule-associated protein light chain 3 
(LC3) to monitor autophagy in the colorectal cancer cell 
lines [19]. To investigate whether autophagy activation 
was increased in HSV-HMGB1 infected cells, the cell 
lines were infected with HSV-HMGB1 or parental HSV-
ble at MOI 0.1. The LC3-II expression was examined by 
immunoblotting 24  h after infection under hypoxic and 
normoxic conditions. Of note, Trehalose is widely con-
sidered as a potent autophagic inducer [20] and was used 
as a control to induce LC3-II expression in the three 
cell lines. The result in Fig.  5A indicated that LC3-II 

Fig. 4  Apoptosis analysis by Annexin-V/PI double staining of HCT116, HT29, and SW480 cells infected with HSV-HMGB1 and HSV-ble at MOI 0.1 
for 24 h under hypoxic and normoxic condition. Percentages of Annexin-V positive and Annexin-V/PI double-positive cells are shown in the QB4 
and QB2 quadrants respectively. B Bar graph representing percentages of apoptotic cells (Annexin-V positive, PI negative) and non-apoptotic dead 
cells (Annexin-V positive, PI positive) as measured by flow cytometry. Data are shown as means ± s.d. At least two independent experiments were 
performed., *p < 0.05
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expression level was increased in all three cell lines dur-
ing hypoxia. Trehalose induced the expression of LC3-II 
protein in HCT116, SW480, and HT29 under hypoxic 
conditions, but was not be able to increase LC3-II in 
HCT116 and HT29 cells during normoxia. Moreover, 
HSV-HMGB1 and HSV-ble failed to induce LC3-II under 
hypoxic conditions in all the three cell lines except for 
HT29 cells, in which HSV-HMGB1 caused an increase in 
LC3-II expression. Based on Fig. 5, it can be deduced that 
LC3 expression can vary among the three CRC cell lines 
in response to different stresses and, more importantly, 
the induction of LC3 might be counteracted by oncolytic 
herpes infection except for HSV-HMGB1 infected HT29 
cells during hypoxia; our findings are aligned with the 
previous study by Lussingol et al. which identified HSV1 
US11 protein could inhibit autophagy by direct interac-
tion with PKR [21]. 3-Methyladenine (3-MA) has been 
used widely as an autophagy inhibitor; therefore, 3-MA 
was used to clarify the effect of autophagy in our study. 
As shown by western blot, 3-MA pretreatment signifi-
cantly decreased the LC3II expression in LC3 positive 
CRC cells (Fig.  5B). We further examined the Beclin1 

expression as it has a central role in autophagosome 
formation [22]. Our data revealed that Beclin1 expres-
sion significantly decreased in HCT116 and SW480 cells 
infected with HSV-HMGB1 and HSV-ble under hypoxic 
and normoxic conditions, whereas HSV-HMGB1 and 
HSV-ble infected HT29 cells showed no significant differ-
ences in the expression level of Beclin1 during hypoxia or 
normoxia. Overall, it can be assumed that HSV-HMGB1 
induces autophagy only in HT29 cells during hypoxia.

Subcellular localization of p53 and HMGB1 in HSV‑HMGB1 
infected colorectal cancer cell lines
Several studies have shown that HMGB1/p53 complexes 
could regulate the cell death pathway [23]. Hence, to 
determine if an increased level of autophagy in hypoxic 
HT29 cells infected with HSV-HMGB1, as demonstrated 
by increased LC3-II expression, is correlated with locali-
zation of p53 and HMGB1, we analyzed the subcellular 
localization of HMGB1 and p53 in mock and HCT116 
(harboring wild type p53) and HT29 (containing mutated 
p53) cells infected with HSV-HMGB1 under hypoxic 
and normoxic conditions (Fig.  6A and B) [24]. Of note, 
Since HSV-HMGB1 induces autophagy in HT29 cells 
under hypoxic conditions, we explored the localiza-
tion of HMGB1 and P53 in HSV-HMGB1 in HT29 cells 
(HT29 cells contain mutated p53), and we used HCT116 
cells, which contain the wild type of p53 as a control cell. 
Interestingly, confocal microscopy revealed that during 
hypoxia, HMGB1 protein predominantly translocated 
to cytoplasm while the majority of p53 resides in the 
nucleus of HT29 cells infected with HSV-HMGB1 (Addi-
tional file  1: Fig. S3); a similar image was also observed 
with hypoxic conditioned HT29 cells (not-virus treated) 
(Fig.  6A). However, during normoxia, p53 and HMGB1 
were both accumulated in the nucleus of HT29 cells 
infected with HSV-HMGB1 (Fig.  6B). Furthermore, 
the level of cytosolic p53 was higher in HCT116 than 
in HCT116 cells infected with HSV-HMGB1 during 
hypoxia (Additional file  1: Fig. S3). These findings indi-
cated that HMGB1 and p53 interactions in the nucleus 
might help to limit autophagy, and cytoplasmic HMGB1 
might be responsible for autophagy activation.

Table 2  Results of Annexin V/PI staining for cell apoptosis after 
HSV-HMGB1 1, and HSV-ble infection under normoxic or hypoxic 
condition

CRC cells Early 
Apoptotic 
(%)

Late 
Apoptotic/
Necrotic (%)

Total 
Apoptotic 
(%)

HCT116 HSV-HMGB1 19.29 54.33 73.62

HCT116 HSV-ble 10.49 19.04 29.53

HCT116 HSV-HMGB1 Hypoxia 13.05 49.18 62.23

HCT116 HSV-ble Hypoxia 9.18 26.75 35.93

HT29 HSV-HMGB1 14.73 20.66 35.39

HT29 HSV-ble 10.77 20.38 31.15

HT29 HSV-HMGB1 Hypoxia 8.56 10.74 19.3

HT29 HSV-ble Hypoxia 5.84 15.15 20.99

SW480 HSV-HMGB1 5.11 22.68 27.79

SW480 HSV-ble 2.26 21.51 23.77

SW480 HSV-HMGB1 Hypoxia 4.18 12.75 16.93

SW480 HSV-ble Hypoxia 3.69 4.44 8.13

(See figure on next page.)
Fig. 5  A Immunoblot analysis of HSV-HMGB1 and HSV-ble infected CRC cell lines. HCT116, HT29 and SW480 were infected with HSV-HMGB1 and 
HSV-ble at MOI 0.1 under hypoxic and normoxic conditions. The cell lines were also treated with 100 mM Trehalose for 24 h. Cells were harvested 
after 24 h and subjected to immunoblotting using anti-LC3, and anti-Beclin1 antibody. An antibody against β-actin was used to normalize blotted 
protein levels. Expression of LC3 and Beclin1was quantified using Image J software. The standard deviation was used to assess data dispersion. 
At least two independent experiments were performed. B LC3 positive cells were preincubated in the presence of 10 mM of 3-methyladenine 
(3MA) for 20 min then expression of LC3-II formation was investigated by western blotting with β-actin being an internal control. Expression of 
LC3 and LC3 + 3MA was quantified using Image J software. The standard deviation was used to assess data dispersion. At least two independent 
experiments were performed.*p < 0.05, **p < 0.01, and ***p < 0.001
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Fig. 5  (See legend on previous page.)
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Identification of differentially expressed genes
The overall design of this study is illustrated in Fig.  7. 
To gain some insight into how the hypoxia affects the 
expression of genes and to make a better understanding 
of HMGB1 interactions with other proteins, a publicly 
available mRNA expression profile dataset (GSE9234) 
was processed and normalized via R software. This 

dataset is consists of three samples of hypoxic condi-
tioned HT29 cells and three samples of normoxic con-
ditioned HT29 cells [25]. This dataset was the only 
microarray dataset available on hypoxic conditioned 
HT29 cell lines and could be helpful to predict the gene 
expression in infected HT29 cell lines during hypoxia 
or normoxia. The dataset contained 7135 differentially 

Fig. 6  Confocal microscopy analysis of HMGB and p53 localization. 3 × 104 Cells were fixed, permeabilized and stained for HMGB1 or p53 (green). 
Infected HCT116 and HT29 cells emitting red light. Draq5 was used to visualize the nuclei. A After 24 h, localization of HMGB1 and P53 in HT29 
(mutated p53) and HCT116 (wild p53) infected with HSV-HMGB1 at MOI 0.1were analyzed under hypoxic and normoxic condition. B Localization 
of HMGB1 and P53 in uninfected HT29 and HCT116 cells were also analyzed during hypoxia and normoxia. All data are representative of two 
experiments. Scale bar: 50 µm
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expressed genes (DEGs) (P-value < 0.01 and Fold 
change > 0.5), including 530 upregulated genes and 953 
downregulated genes. Then, to identify the potential 

autophagy-related genes during hypoxia, 1356 autophagy 
symbol genes were retrieved from NCBI and compared 
to 7135 DEGs. A total of 602 autophagy-related genes 

Fig. 7  Overall diagram of data collection, processing, and analysis in this study. Identification of 602 autophagic DEGs from expression profile 
dataset (GSE9234) using R software. The cross area represents the commonly changed DEGs with retrieved autophagic symbols from NCBI. 
Statistically significant DEGs were defined by p < 0.05. GEO: Gene expression omnibus; DEGs: Differentially expressed genes; GO: Gene ontology; PPI: 
Protein–protein interaction
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were obtained from DEGs (Additional file  1: Table  S1), 
of which 252 were upregulated, and 350 were downreg-
ulated (Fig. 8). ACSS2 and MYC were the most upregu-
lated and downregulated differentially expressed genes, 
respectively.

Protein–protein interaction (PPI) network analysis 
and pathway enrichment
Using the STRING database, the PPI network of 
602 autophagy-related DEGs was constructed and 

visualized in Cytoscape. The PPI network for a total 
of DEGs consisted of 556 nodes and 7523 edges. Then 
a sub-network that shows all the proteins interact-
ing with HMGB1 was created. The sub-network with 
the centrality of HMGB1 protein was composed of 44 
nodes and 421 edges, including 28 downregulated and 
15 upregulated genes (Fig.  9). Gene ontology (GO) 
analysis was performed using DAVID. GO covers the 
three categories, including cellular component (CC), 
biological process (BP), and molecular function (MF). 

Fig. 8  Heat map of of 602 autophagy-related genes were obtained from DEGs. Heatmap was plotted using heatmap.2 function of the R/
Bioconductor package gplots. Hierarchical clustering of the DEGs was done by complete method with Euclidean distance. Red and green represent 
downregulation and upregulation, respectively. X-axis, samples; Y -axis, differentially expressed gene names
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Upregulated DEGs were significantly enriched in 
response to stress (ontology: BP), nucleoplasm (ontol-
ogy: CC), and enzyme binding (ontology: MF) (Addi-
tional file  1: Table  S2). Downregulated DEGs were 
enriched in different GO terms, including positive reg-
ulation of multicellular organismal process (ontology: 
BP), nuclear euchromatin (ontology: CC), and enzyme 
binding (ontology: MF) (Table  1). Moreover, based on 
KEGG pathway analysis (Table 3), 89 and 71 pathways 
were significantly enriched in upregulated and down-
regulated DEGs, respectively.

Validation of differentially expressed genes by quantitative 
RT‑PCR (qRT‑PCR) analysis
Based on GO analysis, we intended to focus on genes 
regulating autophagy in the PPI sub-network, including 
HMOX1, HSPB1, MLKL, and MAPK8. Then qRT-PCR 
was performed to determine whether the mRNA expres-
sion levels of these genes in HT29 cells infected with 
HSV-HMGB1and HSV-ble under hypoxic and normoxic 
conditions have been changed (Fig.  10). The results 
revealed that all four genes were differentially expressed 
under hypoxic conditions and were consistent with 

Fig. 9  PPI-subnetwork of autophagic related genes during hypoxia with centrality of HMGB1. Red nods indicate upregulated genes, and green 
nods represent downregulated genes. The colour intensity in each node was proportional to fold change of expression in comparison to normoxic 
conditioned HT29 cell line. To visualize the nodes, Cytoscape spring-embedded layout algorithm was used

Table 3  The KEGG pathway analysis of the top 10 differentially expressed genes associated with autophagy

KEGG, Kyoto Encyclopaedia of Genes and Genomes

Term Pathway Count FDR

Up-regulated DEGs
hsa05168 Herpes simplex infection 12 2.11E−15

hsa05161 Hepatitis B 11 5.91E−15

hsa04622 RIG-I-like receptor signaling pathway 9 5.14E−14

hsa05167 Kaposi’s sarcoma-associated herpesvirus infection 11 5.14E−14

hsa05169 Epstein-Barr virus infection 10 3.61E−12

Down-regulated DEGs
hsa04933 AGE-RAGE signaling pathway in diabetic complications 5 3.14E−06

hsa04010 MAPK signaling pathway 6 6.82E−06

hsa05418 Fluid shear stress and atherosclerosis 5 6.82E−06

hsa04370 VEGF signaling pathway 4 8.19E−06

hsa05164 Influenza A 5 8.42E−06
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microarray dataset results. HSPB1 mRNA levels upregu-
lated in HT29 cells infected with HSV-HMGB1 when 
subjected to hypoxia, but expression levels of HSPB1 in 
hypoxic and normoxic conditioned HT29 cells infected 
with HSV-ble was markedly decreased compared to the 
values in control cells (normoxic non-infected HT29 
cells). Likewise, HMOX1 expression was downregu-
lated in HT29 cells infected with HSV-ble under hypoxic 
or normoxic conditions, yet its expression remained 
unchanged in HSV-HMGB1 infected HT29 cells. MAPK8 
expression values were significantly decreased in HT29 
cells infected with either of the two viruses compared to 
untreated control HT29 cells. Interestingly, expression 
levels of MLKL increased in HT29 cells infected with 
HSV-ble during normoxia or hypoxia; by contrast, it was 
downregulated in HT29 cells infected with HSV-HMGB1 
in response to hypoxia. As can be seen in Fig. 10, HSV-
ble has caused a significant decrease in the transcription 
level of autophagy-related genes that are upregulated in 
hypoxia which might be correlated with the results of the 
XTT assay (Fig. 3) in which HSV-ble reduces the viability 
of HT29 cell during hypoxia.

Discussion
In this study, we constructed an oHSV expressing 
HMGB1 which was reported as a potential anticancer 
protein capable of killing tumor cells during hypoxia or 
normoxia [10, 11]. Based on our results, HSV-HMGB1 
recombinant virus exhibited higher cytotoxicity in 

HCT116 and SW480 cells under hypoxic and normoxic 
conditions than its parental virus; HSV- HMGB1 at 
MOI 0.1 in HT29 cells. However, showed lower cyto-
toxic activity compared with HSV-ble during hypoxia. 
He et  al. reported that HMGB1 could promote tumor 
cell proliferation [26] which is consistent with our 
results (Fig.  3, HT29 hypoxic). Since HMGB1 could 
regulate apoptosis and autophagy, first, we examined 
the role of HMGB1 in apoptosis induction. Interest-
ingly, the increase in the late apoptosis of HSV-HMGB1 
infected HCT116 is distinct from the two other cell 
lines. The observed results might be the impact of P53 
status of cancer cell lines; HCT116 cells express wild 
type P53. Livesey et al. explained that HMGB1 and P53 
could form a complex by which cytoplasmic HMGB1 
decreases and results in autophagy reduction. This data 
is in agreement with our confocal microscopy results 
where both P53 and HMGB1 reside in the nucleus in 
HCT116 cells infected with HSV-HMGB1 during nor-
moxia or hypoxia (Fig.  6A, B). Then we examined the 
role of HMGB1 in autophagy induction. Evidence sug-
gests that ICP 34.5 has a Beclin1 binding domain, 
which is essential to preclude autophagy. Therefore, 
the ICP 34.5 null mutants are expected to induce 
autophagy [27]. Likewise, US11, a true late gene prod-
uct, could inhibit autophagy through interaction with 
PKR [21]. Therefore, to investigate whether autophagy 
plays a part in reducing the HSV-HMGB1 cytotoxic-
ity in hypoxic conditioned HT29 cells, we examined 

Fig. 10  mRNA expression of MLKL, HSPB1, MAPK8, and HMOX1 in HT29cells infected with HSV-HMGB1 and HSV-ble under hypoxic and normoxic 
condition were analysed by reverse transcription-quantitative PCR. Gene expression levels were calculated based on the Delta-Delta Ct relative 
quantification. Three biological replicates were performed. *p < 0.05, and **p < 0.01
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the level of LC3-II expression in HCT116, SW480, and 
HT29 after infection with HSV- HMGB1 and HSV-
ble during hypoxia and normoxia. Although LC3-II 
expression was observed in all the three hypoxic con-
ditioned cell lines, among infected cells, LC3-II expres-
sion was only detectable in HT29 cells infected with 
HSV-HMGB1 under hypoxic conditions. Interestingly, 
Beclin1 expression was reduced in infected SW480 
and HCT116 cells during hypoxia or normoxia. Still, 
the expression level of Beclin1 was relatively similar 
in HT29 cells infected with either of the two viruses 
under hypoxic or normoxic conditions. In the case 
of apoptosis and autophagy crosstalk, Wirawan et  al. 
reported two caspase cleavage sites in Beclin1. They 
suggested that cleavage of Beclin1 by caspase not only 
disrupts the autophagic pathway, but Beclin1 frag-
ments could induce apoptosis by translocation to the 
mitochondria, which could explain the downregula-
tion of Beclin1 observed in western blot analysis in the 
infected SW480 and HCT116 cells (Fig.  5A) [28]. Of 
note, tumor cell lines analyzed in this study have dif-
ferent p53 status; as we mentioned earlier, HCT116 
cells produce wild-type p53, whereas HT29 and SW480 
cells contain mutant p53 [24]. Several shreds of evi-
dence show that p53/HMGB1 complexes could regu-
late the cell fate; in the absence of p53, HMGB1 could 
translocate to the cytoplasm and form a complex with 
Beclin1, which increases the level of autophagy. On 
the contrary, cytosolic p53 might lead to autophagy 
reduction [23, 29, 30]. Confocal microscopy images 
demonstrated (Fig.  6A and B) that during hypoxia in 
HT29 cells infected with HSV-HMGB1, HMGB1 trans-
located to the cytoplasm as opposed to HCT116 cells 
in which HMGB1 was localized in the nucleus. These 
results support the idea that cytoplasmic transloca-
tion of HMGB1 promotes autophagy, well defined in 
previous studies [23]. Moreover, a recent study showed 
that cytoplasmic HMGB1 expression had been asso-
ciated with high-grade CRC and poor prognosis. But, 
there was a better survival prognosis in CRC patients 
with nuclear HMGB1 expression in comparison with 
other patients [13]. We wondered why HT29 cells 
infected with HSV-HMGB1 showed a different pat-
tern of HMGB1 localization in normoxic condition. 
Accumulated data have indicated that reactive oxygen 
species (ROS) decreases during hypoxia [31]. Livesey 
et  al. explained that excessive ROS level enhances the 
interaction between HMGB1 and p53 by which cells 
maintain a balance between autophagy and apoptosis, 
which is in agreement with our confocal analysis where 
both HMGB1 and P53 reside in the nucleus of HT29 
cells infected with HSV-HMGB1 during normoxia 
[23]. Additionally, Rochette et  al. demonstrated that 

mutated p53 in SW480 cells is not truly non-functional, 
and some of the p53 functions could be restored [32]; 
based on this observation, there might be a mechanism 
by which mutated p53 retained its function to suppress 
autophagy [33].

Moreover, other groups have reported that HMGB1 
could increase cell cytotoxicity. In the context of OV 
infection, HMGB1 could be bound to viral nucleic acids 
and serve as an adjuvant which ultimately promotes cell 
death [34, 35].

In the current study, we observed that HSV-HMGB1 
induced autophagy in HT29 cells during hypoxia; there-
fore, to understand how this might arise at a molecu-
lar level, we first investigated the expression of genes 
involved in autophagy and determined their interaction 
with HMGB1 protein. Then, the PPI subnetwork was 
generated by using the DEGs involved in autophagy with 
the centrality of HMGB1. Further, GO analysis was per-
formed to better illustrate how autophagy-related genes 
influence the different biological processes. Our results 
indicated that the highest score belonged to GO:0006950 
involved in response to stress. Then, we identified key 
DEGs regulating autophagy (HMOX1, HSPB1, CASP3, 
BECN1, MAPK8, MLKL, and IKBKG). Finally, RT-qPCR 
was employed to explore whether overexpression of 
HMGB1 by HSV-HMGB1 could alter the expression of 
HSPB1, HMOX1, MAPK8, and MLKL genes which were 
selected based on topological parameters, i.e. degree 
in hypoxic conditioned HT29 cells. Following stress or 
unfavorable environment, the level of HSPB1 expression 
increases [36], and increased HSPB1 causes autophagy 
and inhibits apoptosis [37]. We showed that HSPB1 
expression increased in HT29 cells infected with HSV-
HMGB1 during hypoxia. Other investigators have found 
that over-expression of HMGB1 could also increase the 
level of HSPB1 protein [38], yet HSV1 would be able to 
suppress some anti-apoptotic genes and negative regula-
tors, including HSPB1 [39].

Previous studies have shown that HMOX1 (HO-
1) is strongly induced by hypoxia which is regulated 
by NRF2 [40]. A hypoxic environment enhances the 
nucleus translocation of NRF2, where it stimulates the 
expression of HO-1 and the increased expression of 
HO-1could fight against oxidative injury [41]. Besides, 
HO-1 is a negative regulator of HMGB1 release, and it 
has been reported that HMGB1 inhibition enhances the 
expression of NRF2, and suppression of NRF2 or HO-
1significantly increases oxidative stress [42]. Our results 
indicated that HO-1 expression in HT29 cells infected 
with HSV-HMGB1 remained unchanged during hypoxia 
or normoxia; however, HO-1 was reduced by HSV-ble 
infection. Studies have shown that ICP34.5 null HSV1 
could not interact with KEAP1 a negative regulator of 



Page 15 of 19Shayan et al. Cancer Cell International          (2022) 22:164 	

NFR2, hence NFR2 nuclear translocation could not occur 
and HO-1 expression could be suppressed after ICP34.5 
null HSV1 infection [43].

Necroptosis is another form of programmed cell death 
that depends on the RIP1/RIP3/MLKL axis [44]. HSV 
ICP6 could activate RIP3/MLKL and induce TNF inde-
pendent necroptosis [45]. We observed that MLKL 
expression was increased in HSV-ble infection during 
normoxia or hypoxia, but MLKL expression was reduced 
in HT29 cells infected with HSV-HMGB1 after exposure 
to hypoxia; similarly, MLKL expression was downregu-
lated in HT29 cells by hypoxia which is in alignment with 
some prior research [46]. Therefore, the involvement of 
necroptosis in HSV-ble infection should be considered 
but needs to be further elucidated.

Our primary objective in this study was to design an 
oncolytic HSV expressing HMGB1 to kill colorectal can-
cer cell lines, in particular during hypoxia; however, HSV-
HMGB1 failed to destroy HT29 cells at MOI 0.1 under 
hypoxic conditions. It seems that autophagy played a role 
in the survival of HT29 cells infected with HSV-HMGB1 
during hypoxia. However, other forms of programmed 
cell death, including ferroptosis and necroptosis, will 
be addressed in our future study. Moreover, additional 
work is needed to explore the caspase activity and ROS 
production in infected cell lines during hypoxia and nor-
moxia. In addition, the safety for the insertion of HMGB1 
in the oncolytic virus in an animal models will be studied 
in our future study.

Conclusion
Our results herein demonstrate that CRC cells respond 
to oHSV expressing HMGB1 differently, which is likely 
dependent on the profile of the tumor cell microenvi-
ronment and tumor cell type itself. Moreover, HMGB1 
binding partners and posttranslational modifications may 
largely affect its cytotoxicity. Moreover, our data imply 
that to advance the oncolytic virus cancer treatment and 
comprehend why specific tumor cells respond to therapy, 
and others do not react, it is imperative to identify the 
cancer cells’ characteristics and intracellular signaling 
and especially comprehend its interaction with the modi-
fied oncolytic viruses.

Material and method
Cell culture
Three Vero, BHK, and HEK293T cell lines originated 
from the kidney of African green monkey, Baby hamster, 
and human embryo, respectively, and also three human 
colon cancer cells including one colorectal carcinoma 
(HCT116) and two colorectal adenocarcinomas (SW480 
and HT-29) cell lines were purchased from the national 
cell bank of Iran (NCBI). Cells used in the experiments 

were cultured in RPMI 1640 (Gibco, New Zealand) or 
Dulbecco’s modified Eagle’s medium (DMEM) (Gibco, 
New Zealand) supplemented with 10% FBS (Gibco, New 
Zealand) and were incubated in a humidified incubator 
supplied with 5% CO2 at 37 °C.

Cancer cell adaptation to hypoxia
SW480, HCT116, and HT29 have seeded in a T25 flask 
and cultured in DMEM and RPMI medium supple-
mented with 10% FBS. The cells were repeatedly incu-
bated in the hypoxic conditions in Anoxomat chambers 
(Mart Microbiology, Lichtenvoorde, The Netherlands) 
(1% O2) for four h, and then incubated in a standard cul-
ture environment (5% CO2, 95% air) at 37 °C for 48–72 h. 
Cells were treated twice weekly. Hypoxic-conditioned cell 
lines were generated after 20 exposures to hypoxia [47].

Generation of HMGB1 shuttle vectors
A 668-bp fragment of HMGB1-coding sequence 
(NM_002128.7) with BamHI and XhoI restriction sites 
was synthesized. Afterward, the HMGB1 gene was sub-
cloned into pcDNA3.1 + at BamHI and XhoI sites. To 
generate a shuttle vector, the HMGB1expression cassette 
(CMV-HMGB1-BGH polyA signal) was digested with 
MluI and PvuII and replaced with the GFP reporter gene 
in pSL-HomoF1TK- GFP -HomoF2TK (generated in our 
previous work) at MluI and EcoRV sites. This vector was 
used to insertion the HMGB1 coding sequence at the tk 
locus in the HSV-ICP34.5- Blecherry TK-GFP to gener-
ate new recombinant HSV-HMGB1. Construction of 
HSV-ICP34.5- Blecherry was described elsewhere [48].

Generation of HSV‑HMGB1
To generate HSV-HMGB1, the GFP coding sequence was 
replaced with the HMGB1 gene by homologous recombi-
nation using pSL-HomoF1TK-HMGB1-HomoF2TK plas-
mid and HSV-ICP34.5- Blecherry TK- GFP as a parental 
virus. The pSL-HomoF1TK-HMGB1-HomoF2TK plas-
mid was transfected using Lipofectamine 3000 (Invit-
rogen, USA) on a 90% monolayer of BHK21 cells grown 
in six-well plates. On the following day, transfected cells 
were infected with HSV-ICP34.5- Blecherry TK-GFP at 
MOI 1. The cells were incubated at 37 °C in 5% CO2 for 
24–36 h until the observation of cytopathic effects. Next, 
recombinant viruses were isolated by three passages in a 
monolayer Vero cell, overlaid with DMEM containing 2% 
FBS and 1.5% methylcellulose. To verify the insertion of 
HMGB1, viral DNA was purified by the phenol/chloro-
form method for PCR analysis. PCR was performed with 
the.

hmgb1F 5′-CTT​CTT​AGG​ATC​TCC​TTT​GC-3′, and 
tkF 5′- ACA​GGT​CGC​CGT​TGG​GGG​CCA-3′ prim-
ers (Additional file  1: Table  S2). Thereafter, the isolated 
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recombinant virus was titrated with plaque assay on Vero 
cells and stained with Giemsa for 20 min to visualize the 
plaques. Purified recombinant virus at 107 PFU/ml con-
centration was stored at − 70 °C for further applications.

Viral growth analysis
The ability of HSV-HMGB1 to replicate within HCT116, 
SW480, and HT29 cells was evaluated by viral growth 
analysis. 2 × 105 cells per well were plated into 6-well 
plates. Cells were then infected with HSV-HMGB1 (MOI 
0.1) and with HSV-ble (MOI 0.1). Cells and media were 
harvested at 10, 24, 48, and 72  h post-infection. After 
three cycles of freeze–thaw, a standard plaque assay was 
performed on Vero cells to evaluate viral titers. All read-
ings were performed in duplicate.

Immunoblot analysis
HSV-HMGB1 and HSV-ble infected HCT116, SW480 
and HT29 cells and uninfected SW480, HCT116 and 
HT29 cells under hypoxic and normoxic conditions 
were lysed with RIPA buffer. Lysates were centrifuged 
at 15,000 ×g at 4  °C for 10  min, and the supernatants 
were collected. Protein concentrations were quantified 
using the BCA method (Sigma-Aldrich, United States). 
50  µg of sample proteins were separated on 10–12% 
SDS polyacrylamide gel and transformed into polyvi-
nylidene fluoride (PVDF) membrane. The membrane was 
then incubated with primary antibody and peroxidase-
conjugated secondary antibody. Antibody binding was 
visualized by ECL Western Blotting Substrate (Thermo 
Scientific™ Pierce™, United States) according to the man-
ufacturer’s instruction. The antibodies utilized were rab-
bit polyclonal to HMGB1(ab18256; Abcam, UK) diluted 
at a ratio of 1:1000, rabbit polyclonal to LC3 (ab51520; 
Abcam, UK) diluted at a ratio of 1:3000, rabbit polyclonal 
to Beclin1 diluted at a ratio of 1:2000 (ab92389; Abcam, 
UK), mouse monoclonal antibody to β-actin (A2228; 
Sigma-Aldrich, United States), anti-mouse IgG and anti-
rabbit IgG peroxidase-conjugated secondary antibody 
(A9309, A9169; Sigma-Aldrich, United States).

2,3‑bis‑(2‑methoxy‑4‑nitro‑5‑sulfophenyl)‑2H‑tetrazo‑
lium‑5‑carboxanilide) assay
HSV-HMGB1 and HSV-ble Infected HCT116, SW480, 
and HT29 cells and uninfected HCT116, SW480, and 
HT29 cells were plated at a density of 104 cells per 
well in 96-well plates under hypoxic and normoxic 
conditions. The plated cells were incubated overnight 
in 5% CO2 at 37  °C. For the hypoxic survival experi-
ments, the cells were infected with HSV-HMGB1 and 
HSV-ble (MOI 10, 1, 0.1, and 0.01) and placed in the 
anaerobic chamber for 72 h. For the normoxic survival 
experiments, the cells were infected with HSV-HMGB1 

and HSV-ble (MOI 10, 1, 0.1, and 0.01) and placed in 
a standard culture environment (5% CO2, 95% air) at 
37 °C for 72 h. Then cytotoxicity was determined using 
the XTT assay (Roche, Switzerland). Following 72  h 
incubation, XTT reagent was added per well. After 4 h 
at 37  °C, absorbance at 450  nm was determined using 
a microplate reader (El×800, BioTek Instruments Inc.). 
The reported values were the result of triplicate deter-
minations (see Fig. 11).

Annexin V/propidium iodide (PI) staining assay
Annexing V-Alexa fluor 488 apoptosis detection kit 
(Roche, Switzerland) was used to assess the apopto-
sis according to the manufacturer’s protocol. HCT116, 
SW480, and HT29 cells were infected in 6-well plates 
with HSV-HMGB1 and HSV-ble at MOI 1 for 24  h 
under hypoxic and normoxic conditions. Cells were har-
vested and washed with cold phosphate-buffered saline 
(PBS) and then resuspended in 1 × binding buffer. Cells 
(1 × 106) were incubated with Annexin V-Alexa fluor 
and PI for 15 min and analyzed by flow cytometry. Flow 
cytometry was performed with a Cyflow flow cytometer 
(Partec, Germany), and apoptosis was analyzed using 
Flowmax software.

Confocal fluorescence microscopy
3 × 104 HT29 and HCT116 Cells were plated on a cov-
erslip and infected with HSV-HMGB1 at MOI 1 under 
hypoxic and normoxic conditions for 24  h. The plated 
cells were then fixed in 4% paraformaldehyde in PBS for 
10  min and permeabilized with 0.2% Triton X-100 for 
10 min. Cells were incubated with primary and second-
ary antibodies for one h sequentially. For nuclear coun-
terstaining, DRAQ5 (reagent for DNA staining) was used 
at a 1:200 dilution ratio for 15  min and then mounted 
using Vectashield mounting medium (Vector Labora-
tories). Confocal laser-scanning microscope Leica TCS 
SP 8 (Leica Microsystems, Mannheim, Germany) was 
used to analyze the cells. Mean fluorescence intensity of 
HMGB1 and DRAQ5 in HT29 cells infected with HSV-
HMGB1 and HCT116 cells infected with HSV-HMGB1 
during normoxia and hypoxia were quantified using 
ImageJ software. The antibodies used were rabbit poly-
clonal against HMGB1(ab18256; Abcam, UK) diluted at 
a ratio of 1:200, mouse p53 monoclonal antibody DO-1 
(AHO0152; Thermo, United States) diluted at a ratio 
of 1:100, FITC goat anti-mouse IgG antibody (F0257; 
Sigma-Aldrich, United States) and FITC goat anti-rab-
bit IgG antibody (F0382; Sigma-Aldrich, United States) 
diluted at 1:500 ratios.
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Microarray data and identification of differentially 
expressed genes (DEGs)
GSE9234, microarray expression profile dataset, submit-
ted by Guimbellot JS et al. [25], was downloaded from the 
GEO database (http://​www.​ncbi.​nlm.​nih.​gov/​geo). The 
datasets contained three samples of hypoxic conditioned 
and three samples of normoxic conditioned HT29 cells. 
The database was built on the GPL570 platform on the 
Affymetrix Human Genome U133 Plus 2.0 Array. In this 
study, microarray data was first normalized and back-
ground-corrected. Then limma package (linear models 
for microarray data) [49] in R language was used to iden-
tify DEGs between hypoxic cells and oxygenated con-
trols. Benjamin & Hochberg method was used to adjust 
P-values and were calculated separately for each DEGs 
[50]. FDR < 0.05 and log fold change (FC) > 0.5 were used 
as thresholds.

Functional and pathway enrichment analyses
Gene Ontology database (GO; www.​geneo​ntolo​gy.​org) 
(GO) analysis [51], and Kyoto encyclopedia of Genes 
and Genomes (KEGG) [52], pathway enrichment analy-
ses, were performed using DAVID. Database for Anno-
tation, Visualization and Integrated Discovery (DAVID) 
6.8 (http://​david.​abcc.​ncifc​rf.​gov/) is an online analysis 
platform that provides comprehensive biological and 
functional information associated with an extensive gene 

list [53]. P < 0.05 was considered to indicate a statistically 
significant difference.

Construction of a PPI network and analysis
In this study, Search Tool for the Retrieval of Interact-
ing Genes (STRING https://​string-​db.​org/​cgi), an online 
database that predicts protein–protein interactions [54], 
was used to construct a PPI network of identified DEGs. 
A confidence score of 0.4 was set as the cut‑off criterion. 
The protein interaction network was visualized using the 
Cytoscape software [55].

RT‑qPCR analysis
Trizol reagent (TaKaRa, Kusatsu, Shiga, Japan) was used 
for RNA isolation of HSV-HMGB1 and HSV-ble infected 
HT29 cells and non-infected HT29 cells during hypoxia 
and normoxia. Then RNA samples were reversely tran-
scribed to cDNA by QIAGEN Reverse Transcription 
Kit. Subsequently, cDNA quantification was performed 
by the qRT-PCR method using SYBR Green master 
mix (Amplicon). The reaction conditions were 95  °C for 
10  min, 40 cycles of 95  °C for 10  s, 60  °C for 30  s, and 
72 °C for 30 s. The 18S rRNA was used as an internal ref-
erence control. Gene expression levels were calculated 
based on the Delta-Delta Ct relative quantification (Addi-
tional file 1: Table S2).

Fig. 11  A hypothetical schematic illustration of pathways in infected HT29 cells (HSV-ble and HSV-HMGB1) during hypoxia and normoxia. Changes 
in the expression of MLKL, HSPB1, MAPK8, and HMOX1 genes are shown in each panel

http://www.ncbi.nlm.nih.gov/geo
http://www.geneontology.org
http://david.abcc.ncifcrf.gov/
https://string-db.org/cgi
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Statistical analysis
Statistical analyses were performed using the student’s 
t-test with GraphPad Prism 8 software (GraphPad 
Prism, San Diego, CA). The results were presented as the 
mean ± s.d. P-values < 0.05 were considered statistically 
significant.
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Additional file 1: Figure S1. Fluorescence intensities were measured 
using the ImageJ software. Bar graphs show mean fluorescence intensity 
(MFI) in uninfected and HSV-ble infected HT29 cells. There were no signifi-
cant differences in HMGB1 expression between HSV-ble infected and non-
infected HT29 cells. Figure S2. XTT assays with CRC cells under normoxic 
and hypoxic conditions demonstrating a dose-dependent cytotoxicity 72 
hours after infection with HSV-HMGB1, and HSV-ble. The relative cell viabil-
ity was normalised to that of the control (non- infected CRC cells at 72 
hr). Three independent experiments were performed. data are shown as 
means ± sd. n=3, *p < 0.05. **p < 0.01, and ***p < 0.001. Table S1.  Total 
of 602 autophagy DEGs obtained from GSE9234 dataset. Table S2. Gene 
Ontology analysis of the most significant upregulated and downregulated 
differentially expressed autophagy genes. Figure S3. Localization of 
HMGB1 in the nuclei was significantly higher in HT29 cell lines infected 
with HSV-HMGB1 during normoxia than in HT29 cell lines infected with 
HSV-HMGB1 during hypoxia. To check the localization of the desired pro-
tein, nuclei were selected based on draq5 staining and then intensity of 
green dye was measured in the same area, and divided to draq5 intensity. 
all measurements were normalized to the background intensity of cell free 
area of the same picture. Fluorescence intensities were measured using 
the ImageJ software. Bar graphs show mean fluorescence intensity of 
HMGB1 (green) and DRAQ5 (blue) in HT29 and HCT116 cell lines infected 
with HSV-HMGB1 during normoxia than in HT29 and HCT116 cell lines 
infected with HSV-HMGB1 during hypoxia. ***p < 0.001

Acknowledgements
We thank Dr. Farzin Rouhvand for his advice.

Author contributions
SSH conceived, designed the analysis and performed the analysis. AAR Drafted 
or provided critical revision of the article. AAB Designed experiments. GB 
Performed bioinformatics analyses. SN co-wrote the paper. KA conceived 
and designed the study, supervised the data analysis and interpretation. All 
authors read and approved the final manuscript.

Funding
This project was financially supported in part by Pasteur Institute of Iran, and 
Elite Researcher Grant Committee under award number [958916] from the 
National Institutes for Medical Research Development (NIMAD), Tehran, Iran.

Availability of data and materials
The data that support the findings of this study are available in (GEO) at 
(https://​www.​ncbi.​nlm.​nih.​gov/​geo/).

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not Applicable.

Competing interests
The authors declare no competing interests.

Author details
1 Department of Molecular Virology, Pasteur Institute of Iran, Tehran, Iran. 
2 Department of Hepatitis and AIDS and Blood Borne Diseases, Pasteur Insti-
tute of Iran, Tehran, Iran. 

Received: 19 November 2021   Accepted: 29 March 2022

References
	1.	 Jing X, Yang F, Shao C, Wei K, Xie M, Shen H, et al. Role of hypoxia in 

cancer therapy by regulating the tumor microenvironment. Mol Cancer. 
2019;18(1):157.

	2.	 Challapalli A, Carroll L, Aboagye EO. Molecular mechanisms of hypoxia in 
cancer. Clin Transl Imaging. 2017;5(3):225–53.

	3.	 Mi Y, Mu L, Huang K, Hu Y, Yan C, Zhao H, et al. Hypoxic colorectal cancer 
cells promote metastasis of normoxic cancer cells depending on IL-8/p65 
signaling pathway. Cell Death Dis. 2020;11(7):610.

	4.	 Zhang Q, Liu F. Advances and potential pitfalls of oncolytic viruses 
expressing immunomodulatory transgene therapy for malignant glio-
mas. Cell Death Dis. 2020;11(6):485.

	5.	 Workenhe ST, Simmons G, Pol JG, Lichty BD, Halford WP, Mossman 
KL. Immunogenic HSV-mediated oncolysis shapes the antitumor 
immune response and contributes to therapeutic efficacy. Mol Ther. 
2014;22(1):123–31.

	6.	 Geevarghese SK, Geller DA, de Haan HA, Horer M, Knoll AE, Mescheder A, 
et al. Phase I/II study of oncolytic herpes simplex virus NV1020 in patients 
with extensively pretreated refractory colorectal cancer metastatic to the 
liver. Hum Gene Ther. 2010;21(9):1119–28.

	7.	 Friedman GK, Haas MC, Kelly VM, Markert JM, Gillespie GY, Cassady 
KA. Hypoxia moderates γ(1)34.5-deleted herpes simplex virus onco-
lytic activity in human glioma xenoline primary cultures. Transl Oncol. 
2012;5(3):200–7.

	8.	 Rapoport BL, Steel HC, Theron AJ, Heyman L, Smit T, Ramdas Y, et al. High 
mobility group box 1 in human cancer. Cells. 2020;9(7):1664.

	9.	 Cheng KJ, Alshawsh MA, Mejia Mohamed EH, Thavagnanam S, Sinniah A, 
Ibrahim ZA. HMGB1: an overview of its versatile roles in the pathogenesis 
of colorectal cancer. Cell Oncol (Dordr). 2020;43(2):177–93.

	10.	 Gdynia G, Sauer SW, Kopitz J, Fuchs D, Duglova K, Ruppert T, et al. The 
HMGB1 protein induces a metabolic type of tumour cell death by block-
ing aerobic respiration. Nat Commun. 2016;7:10764.

	11.	 Cerwenka A, Kopitz J, Schirmacher P, Roth W, Gdynia G. HMGB1: the 
metabolic weapon in the arsenal of NK cells. Mol Cell Oncol. 2016;3(4): 
e1175538.

	12.	 Liu Y, Yan W, Tohme S, Chen M, Fu Y, Tian D, et al. Hypoxia induced 
HMGB1 and mitochondrial DNA interactions mediate tumor growth 
in hepatocellular carcinoma through toll-like receptor 9. J Hepatol. 
2015;63(1):114–21.

	13.	 Wang CQ, Huang BF, Wang Y, Tang CH, Jin HC, Shao F, et al. Subcellular 
localization of HMGB1 in colorectal cancer impacts on tumor grade and 
survival prognosis. Sci Rep. 2020;10(1):18587.

	14.	 Abdoli S, Roohvand F, Teimoori-Toolabi L, Shayan S, Shokrgozar MA. Cyto-
toxic effect of dual fluorescent-labeled oncolytic herpes simplex virus 
type 1 on mouse tumorigenic cell lines. Res Pharm Sci. 2019;14(1):27–35.

	15.	 Soleimanjahi H, Roostaee MH, Rasaee MJ, Mahboudi F, Kazemnejad A, 
Bamdad T, et al. The effect of DNA priming-protein boosting on enhanc-
ing humoral immunity and protecting mice against lethal HSV infections. 
FEMS Immunol Med Microbiol. 2006;46(1):100–6.

https://doi.org/10.1186/s12935-022-02564-4
https://doi.org/10.1186/s12935-022-02564-4
https://www.ncbi.nlm.nih.gov/geo/


Page 19 of 19Shayan et al. Cancer Cell International          (2022) 22:164 	

	16.	 Tang D, Kang R, Cheh CW, Livesey KM, Liang X, Schapiro NE, et al. HMGB1 
release and redox regulates autophagy and apoptosis in cancer cells. 
Oncogene. 2010;29(38):5299–310.

	17.	 Zhang CC, Gdynia G, Ehemann V, Roth W. The HMGB1 protein sensitizes 
colon carcinoma cells to cell death triggered by pro-apoptotic agents. Int 
J Oncol. 2015;46(2):667–76.

	18.	 Eleonora F, Laura P, Antonia G, Matteo Antonio R, Federica L. HMGB1-
mediated apoptosis and autophagy in ischemic heart diseases. Vasc Biol. 
2019;1(1):H89–96.

	19.	 Mizushima N, Yoshimori T. How to interpret LC3 immunoblotting. 
Autophagy. 2007;3(6):542–5.

	20.	 Belzile JP, Sabalza M, Craig M, Clark E, Morello CS, Spector DH. Trehalose, 
an mTOR-independent inducer of autophagy, inhibits human cytomeg-
alovirus infection in multiple cell types. J Virol. 2016;90(3):1259–77.

	21.	 Lussignol M, Queval C, Bernet-Camard M-F, Cotte-Laffitte J, Beau I, 
Codogno P, et al. The herpes simplex virus 1 Us11 protein inhibits 
autophagy through its interaction with the protein kinase PKR. J Virol. 
2013;87(2):859–71.

	22.	 Wirawan E, Lippens S, Vanden Berghe T, Romagnoli A, Fimia GM, 
Piacentini M, et al. Beclin1: a role in membrane dynamics and beyond. 
Autophagy. 2012;8(1):6–17.

	23.	 Livesey KM, Kang R, Vernon P, Buchser W, Loughran P, Watkins SC, et al. 
p53/HMGB1 complexes regulate autophagy and apoptosis. Can Res. 
2012;72(8):1996–2005.

	24.	 Kleivi K, Teixeira MR, Eknaes M, Diep CB, Jakobsen KS, Hamelin R, 
et al. Genome signatures of colon carcinoma cell lines. Cancer Genet 
Cytogenet. 2004;155(2):119–31.

	25.	 Guimbellot JS, Erickson SW, Mehta T, Wen H, Page GP, Sorscher EJ, et al. 
Correlation of microRNA levels during hypoxia with predicted target 
mRNAs through genome-wide microarray analysis. BMC Med Genomics. 
2009;2(1):15.

	26.	 He S, Cheng J, Sun L, Wang Y, Wang C, Liu X, et al. HMGB1 released by irra-
diated tumor cells promotes living tumor cell proliferation via paracrine 
effect. Cell Death Dis. 2018;9(6):648.

	27.	 Kanai R, Zaupa C, Sgubin D, Antoszczyk SJ, Martuza RL, Wakimoto H, et al. 
Effect of γ34.5 deletions on oncolytic herpes simplex virus activity in 
brain tumors. J Virol. 2012;86(8):4420–31.

	28.	 Wirawan E, Vande Walle L, Kersse K, Cornelis S, Claerhout S, Vanover-
berghe I, et al. Caspase-mediated cleavage of Beclin-1 inactivates Beclin-
1-induced autophagy and enhances apoptosis by promoting the release 
of proapoptotic factors from mitochondria. Cell Death Dis. 2010;1: e18.

	29.	 Schröder M, Yusein-Myashkova S, Todorova J, Pasheva E, Ugrinova I. High 
mobility group box 1 protein (HMGB1) stimulates the nuclear accumula-
tion of p53. Biotechnol Biotechnol Equip. 2019;33(1):645–50.

	30.	 Wu L, Yang L. The function and mechanism of HMGB1 in lung cancer and 
its potential therapeutic implications. Oncol Lett. 2018;15(5):6799–805.

	31.	 Sgarbi G, Gorini G, Liuzzi F, Solaini G, Baracca A. Hypoxia and IF1 expres-
sion promote ROS decrease in cancer cells. Cells. 2018;7(7):64.

	32.	 Rochette PJ, Bastien N, Lavoie J, Guérin SL, Drouin R. SW480, a p53 
double-mutant cell line retains proficiency for some p53 functions. J Mol 
Biol. 2005;352(1):44–57.

	33.	 Morselli E, Tasdemir E, Maiuri MC, Galluzzi L, Kepp O, Criollo A, et al. 
Mutant p53 protein localized in the cytoplasm inhibits autophagy. Cell 
Cycle (Georgetown, Tex). 2008;7(19):3056–61.

	34.	 Sprague L, Lee JM, Hutzen BJ, Wang PY, Chen CY, Conner J, et al. High 
mobility group box 1 influences hsv1716 spread and acts as an adjuvant 
to chemotherapy. Viruses. 2018;10(3):132.

	35.	 Ding X, Li S, Zhu L. Potential effects of HMGB1 on viral replication and 
virus infection-induced inflammatory responses: a promising therapeu-
tic target for virus infection-induced inflammatory diseases. Cytokine 
Growth Factor Rev. 2021;62:54–61.

	36.	 Breed ER, Hilliard CA, Yoseph B, Mittal R, Liang Z, Chen CW, et al. The 
small heat shock protein HSPB1 protects mice from sepsis. Sci Rep. 
2018;8(1):12493.

	37.	 Matsumoto T, Urushido M, Ide H, Ishihara M, Hamada-Ode K, Shimamura 
Y, et al. Small Heat Shock Protein Beta-1 (HSPB1) Is Upregulated and 
Regulates Autophagy and Apoptosis of Renal Tubular Cells in Acute 
Kidney Injury. PLoS ONE. 2015;10(5): e0126229.

	38.	 Narumi T, Shishido T, Otaki Y, Kadowaki S, Honda Y, Funayama A, 
et al. High-mobility group box 1-mediated heat shock protein beta 1 

expression attenuates mitochondrial dysfunction and apoptosis. J Mol 
Cell Cardiol. 2015;82:1–12.

	39.	 Cermelli C, Orsi CF, Cuoghi A, Ardizzoni A, Tagliafico E, Neglia R, et al. 
Gene expression profiling of monocytes displaying herpes simplex 
virus 1 induced dysregulation of antifungal defences. J Med Microbiol. 
2009;58(Pt 10):1283–90.

	40.	 Cao X-F, Ma L, Ma S, Xu J, Ge R-L. HMOX1 promoter microsatellite poly-
morphism is not associated with high altitude pulmonary edema in Han 
Chinese. Wilderness Environ Med. 2017;28(1):17–22.

	41.	 Faridvand Y, Nozari S, Vahedian V, Safaie N, Pezeshkian M, Haddadi P, et al. 
Nrf2 activation and down-regulation of HMGB1 and MyD88 expression 
by amnion membrane extracts in response to the hypoxia-induced injury 
in cardiac H9c2 cells. Biomed Pharmacother. 2019;109:360–8.

	42.	 Mou K, Liu W, Miao Y, Cao F, Li P. HMGB1 deficiency reduces H(2) O(2) 
-induced oxidative damage in human melanocytes via the Nrf2 pathway. 
J Cell Mol Med. 2018;22(12):6148–56.

	43.	 Manivanh R, Mehrbach J, Charron AJ, Grassetti A, Cerón S, Taylor SA, et al. 
Herpes simplex virus 1 ICP34.5 alters mitochondrial dynamics in neurons. 
J Virol. 2020. https://​doi.​org/​10.​1128/​JVI.​01784-​19.

	44.	 Zhao J, Jitkaew S, Cai Z, Choksi S, Li Q, Luo J, et al. Mixed lineage kinase 
domain-like is a key receptor interacting protein 3 downstream compo-
nent of TNF-induced necrosis. Proc Natl Acad Sci. 2012;109(14):5322.

	45.	 Wang X, Li Y, Liu S, Yu X, Li L, Shi C, et al. Direct activation of RIP3/MLKL-
dependent necrosis by herpes simplex virus 1 (HSV-1) protein ICP6 
triggers host antiviral defense. Proc Natl Acad Sci. 2014;111(43):15438.

	46.	 Moriwaki K, Bertin J, Gough PJ, Orlowski GM, Chan FK. Differential roles 
of RIPK1 and RIPK3 in TNF-induced necroptosis and chemotherapeutic 
agent-induced cell death. Cell Death Dis. 2015;6(2): e1636.

	47.	 Yao K, Gietema JA, Shida S, Selvakumaran M, Fonrose X, Haas NB, et al. 
In vitro hypoxia-conditioned colon cancer cell lines derived from HCT116 
and HT29 exhibit altered apoptosis susceptibility and a more angiogenic 
profile in vivo. Br J Cancer. 2005;93(12):1356–63.

	48.	 Abdoli S, Roohvand F, Teimoori-Toolabi L, Shokrgozar MA, Bahrololoumi 
M, Azadmanesh K. Construction of various γ34.5 deleted fluorescent-
expressing oncolytic herpes simplex type 1 (oHSV) for generation and 
isolation of HSV-based vectors. Iran Biomed J. 2017;21(4):206–17.

	49.	 Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, et al. limma powers dif-
ferential expression analyses for RNA-sequencing and microarray studies. 
Nucleic Acids Res. 2015;43(7):e47-e.

	50.	 Benjamini Y, Hochberg Y. Controlling the false discovery rate: a practical 
and powerful approach to multiple testing. J Roy Stat Soc: Ser B (Meth-
odol). 1995;57(1):289–300.

	51.	 Carbon S, Ireland A, Mungall CJ, Shu S, Marshall B, Lewis S, et al. 
AmiGO: online access to ontology and annotation data. Bioinformatics. 
2009;25(2):288–9.

	52.	 Kanehisa M, Araki M, Goto S, Hattori M, Hirakawa M, Itoh M, et al. KEGG 
for linking genomes to life and the environment. Nucleic Acids Res. 
2008;36(Database):D480–4.

	53.	 Li Z, Zhao K, Tian H. Integrated analysis of differential expression and 
alternative splicing of non-small cell lung cancer based on RNA sequenc-
ing. Oncol Lett. 2017;14(2):1519–25.

	54.	 Szklarczyk D, Franceschini A, Kuhn M, Simonovic M, Roth A, Minguez 
P, et al. The STRING database in 2011: functional interaction net-
works of proteins, globally integrated and scored. Nucleic Acids Res. 
2011;39(Database):D561–8.

	55.	 Smoot ME, Ono K, Ruscheinski J, Wang P-L, Ideker T. Cytoscape 2.8: new 
features for data integration and network visualization. Bioinformatics. 
2011;27(3):431–2.

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

https://doi.org/10.1128/JVI.01784-19

	Cell type-specific response of colon cancer tumor cell lines to oncolytic HSV-1 virotherapy in hypoxia
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Importance
	Introduction
	Results
	Construction and characterization of recombinant HSV-HMGB1
	Basal expression of HMGB1 in colorectal cancer cell lines
	Cytotoxicity activity of recombinant HSV-HMGB1
	Examining the apoptotic activity of the recombinant HSV-HMGB1
	Analyzing autophagy following infection with the recombinant HSV-HMGB1
	Subcellular localization of p53 and HMGB1 in HSV-HMGB1 infected colorectal cancer cell lines
	Identification of differentially expressed genes
	Protein–protein interaction (PPI) network analysis and pathway enrichment
	Validation of differentially expressed genes by quantitative RT-PCR (qRT-PCR) analysis

	Discussion
	Conclusion
	Material and method
	Cell culture
	Cancer cell adaptation to hypoxia
	Generation of HMGB1 shuttle vectors
	Generation of HSV-HMGB1
	Viral growth analysis
	Immunoblot analysis
	2,3-bis-(2-methoxy-4-nitro-5-sulfophenyl)-2H-tetrazolium-5-carboxanilide) assay
	Annexin Vpropidium iodide (PI) staining assay
	Confocal fluorescence microscopy
	Microarray data and identification of differentially expressed genes (DEGs)
	Functional and pathway enrichment analyses
	Construction of a PPI network and analysis
	RT-qPCR analysis
	Statistical analysis

	Acknowledgements
	References




