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Abstract 

Background: Radiation proctitis (RP) is the most common complication of radiotherapy for pelvic tumor. Cur-
rently there is a lack of effective clinical treatment and its underlying mechanism is poorly understood. In this study, 
we aimed to dynamically reveal the mechanism of RP progression from the perspective of RNomics using a mouse 
model, so as to help develop reasonable therapeutic strategies for RP.

Results: Mice were delivered a single dose of 25 Gy rectal irradiation, and the rectal tissues were removed at 4 h, 
1 day, 3 days, 2 weeks and 8 weeks post-irradiation (PI) for both histopathological assessment and RNA-seq analysis. 
According to the histopathological characteristics, we divided the development process of our RP animal model into 
three stages: acute (4 h, 1 day and 3 days PI), subacute (2 weeks PI) and chronic (8 weeks PI), which could recapitulate 
the features of different stages of human RP. Bioinformatics analysis of the RNA-seq data showed that in the acute 
injury period after radiation, the altered genes were mainly enriched in DNA damage response, p53 signaling path-
way and metabolic changes; while in the subacute and chronic stages of tissue reconstruction, genes involved in the 
biological processes of vessel development, extracellular matrix organization, inflammatory and immune responses 
were dysregulated. We further identified the hub genes in the most significant biological process at each time point 
using protein-protein interaction analysis and verified the differential expression of these genes by quantitative real-
time-PCR analysis.

Conclusions: Our study reveals the molecular events sequentially occurred during the course of RP development 
and might provide molecular basis for designing drugs targeting different stages of RP development.
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Background
Radiotherapy is one of the main treatments for pel-
vic malignant tumors [1]. However, while radiotherapy 
is used to kill tumor cells, it will also inevitably cause 
damage to the adjacent normal tissues, leading to the 

occurrence of radiation-induced complications [2]. Radi-
ation proctitis (RP) is the rectal injury caused by pelvic 
radiotherapy, which can be generally classified as acute 
radiation proctitis (ARP) and chronic radiation proctitis 
(CRP) according to the onset time and related clinical 
symptoms [3]. The ARP may appear within hours to days 
after radiation exposure and the clinical manifestations 
include abdominal pain, diarrhea and tenesmus. Most 
of these symptoms may resolve within 3 months. How-
ever, some patients will develop into CRP, which usually 
appears more than 6 months after the end of radiother-
apy, and can manifest by even serious complications such 
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as rectal stricture, intestinal perforation and bleeding, 
which seriously affect the quality of life of patients [3–5].

The pathological features of ARP include: mucosal sur-
face erosion, submucosal edema, and inflammatory cell 
infiltration in the lamina propria; while CRP is charac-
terized by mucosal atrophy, irregularly arranged crypts, 
vascular stenosis and occlusion, and interstitial fibrosis 
[3, 6].

Although the clinical features and pathological changes 
of RP are well documented, the molecular mechanism 
underlying the progression of RP is still poorly under-
stood. There have studies focusing on uncovering the 
factors that play a regulatory role either in fibrosis or in 
intestinal epithelial regeneration after radiation injury 
[7–11]. However, these studies look at a single event in 
either acute or chronic stage, and few studies have been 
designed to dynamically characterize the molecular 
events that occur during the progression of RP. Here, we 
use an RP animal model to dynamically analyze the tran-
scriptome gene expression profiles at different stages of 
disease development by setting multiple time points after 
irradiation, aiming to provide insight into the molecular 
basis of RP development and ultimately help to explore 
potential therapeutic targets.

Results
The pathological features of rectal tissue at different 
time points post‑irradiation (PI) in the mouse model 
recapitulate the features of human ARP and CRP
In order to investigate the intrinsic pathogenesis of RP in 
its early and late stages, we employed a RP mouse model 
reported in previous study [7] and examined the injury 
rectal tissue at different time points (4  h, 1  day, 3 days, 
2 weeks and 8 weeks) after a single dose of 25 Gy rectal 
irradiation. Age-matched sham-irradiated mice for each 
time point were used as control group (Fig. 1 A). Histo-
logical staining revealed that the irradiated rectal tissues 
showed slight mucosal edema and epithelial disruption 
at 4  h PI, but marked mucosal defects and edema with 
inflammatory cell infiltration at 1 and 3 days PI, which 
mimic the pathological characteristics of human colo-
rectal tissue obtained from adjacent non-cancerous 
colorectal tissue of rectal cancer patient who underwent 
radiotherapy before surgery and subsequently suffered 
from ARP (Fig. 1B-C).

At 2 weeks PI, there was still edema and presented 
regenerated crypts with irregular size and arrangement 

in the mucosal layer, and Masson’s trichrome staining 
showed slight collagen fibers deposition in the submu-
cosa (Fig.  1B). We defined this phase as the subacute 
stage, which is the transition from acute to chronic 
stage. While at 8 weeks PI, the hyperplastic crypts were 
extremely irregularly arranged, and the mucosal glands 
inserted into the submucosa. More characteristically, 
there was substantial fibrosis and significant stenosis 
of small blood vessels in the submucosal layer, which 
also recapitulate the histopathological features of tis-
sue lesions from human CRP (Fig. 1B-C). Therefore, our 
mouse model well reproduces the pathological charac-
teristics of human ARP and CRP, and could serve as a 
suitable model to investigate the molecular basis of RP 
progression.

Transcriptome analysis of gene expression changes 
in the course of RP development
We next performed RNA-seq of the freshly collected 
rectal tissues from both irradiated group and sham-
irradiated control group at each time point. After filter-
ing out adapters or low quality bases, a total of 19,690 
genes were identified from reads counting based on the 
RNA-seq data analysis (Additional file  1). The numbers 
of differentially expressed genes (DEGs) in the irradiated 
groups were 427(231 up and 196 down), 255 (157 up and 
98 down), 642 (384 up and 258 down), 780 (632 up and 
148 down) and 2157 (1624 up and 533 down) at the time 
points of 4 h, 1 day, 3 days, 2 weeks and 8 weeks, respec-
tively, compared with their respective control groups 
(Fig. 2 A).

In order to characterize the changing trend of these 
DEGs along with the progression of RP, we performed 
Short Time-series Expression Miner (STEM) analysis. 
DEGs were grouped in time-related expression profiles 
that were then analyzed for enrichment in Gene Ontol-
ogy (GO) terms. A total of eight statistically significant 
gene profiles were identified (Fig.  2B and Additional 
file  2: Figure S1). The expression of genes in profile 1, 
which included 1198 genes, remained unchanged dur-
ing the acute injury period from 4 h to 3 days, then sud-
denly increased at 2 weeks and partially recovered at 8 
weeks, which were mostly enriched in the GO terms: 
regulation of multicellular organismal process, defense 
response, immune system process and response to 
external stimulus (Fig. 2B). Moreover, 429 genes in pro-
file 2 showed a gradual increase throughout the course 

Fig. 1   The pathological features of RP mouse model. A Experimental design of the animal model. B Representative images of H&E and Masson’s 
trichrome staining of the rectal tissues in control (4 h) and radiation groups at each indicated time point. Scale bars, 100 μm. C Representative 
images of H&E and Masson’s trichrome staining of ARP, CRP lesions and normal colon tissue of human samples. Scale bars, 100 μm. The red arrows in 
B indicate mucosal glands inserted into the submucosa, and the red arrow head in B indicates vascular lesion

(See figure on next page.)
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Fig. 1 (See legend on previous page.)
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of disease progression, which were associated with ana-
tomical structure morphogenesis and negative regula-
tion of signaling and cell communication; whereas 296 
genes in profile 3 showed a gradually down-regulated 
trend, which were mainly involved in inorganic molecu-
lar entity transmembrane transporter activity and meta-
bolic process (Fig.  2B). Profile 4 containing 208 genes 

which were associated with cell cycle process showed 
a decrease at 4  h and remained low until 1  day, then 
returned to baseline at 3 days but slightly increased at 
2 weeks; whereas profile 5 showed an opposite trend 
to profile 4, in which 143 genes classified as GO terms 
associated with intracellular organelles increased at 4 h 
PI and maintained a high level until 1  day, then began 

Fig. 2   Analysis of DEGs at each time point PI. A Volcano plots of genes changed at each indicated time point PI. The numbers of up- or 
down-regulated genes (|Log2FC|>1 and FDR < 0.01) in each time point are indicated at the top left of the graphs. FC: fold change. B Gene profiles 
classified by STEM algorithm. Profiles were sorted according to the number of genes contained, and the top 3 with the largest number of genes 
were shown. The graphs (left) show the trends of gene expression change over time after exposure compared to sham-irradiated controls at 4 h. For 
each profile, the vertical axis represents the gene expression levels based on FPKM and the horizontal axis represents time points post-irradiation. 
The number in the lower left of the box represents the gene number contained in each profile. The bubble chart (right) shows the top10 most 
enrichment GO terms in each profile
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to decrease and reached the lowest level at 2 weeks, 
but returned to normal at 8 weeks (Additional file  2: 
Figure S1). In addition, 122 genes in profile 6 associ-
ated with cell cycle and DNA repair showed a zigzag 
trend, which decreased at 4  h, but increased at 3 days 
and then decreased below the baseline at 2 weeks 
(Additional file 2: Figure S1). The 108 genes in profile 7 
mostly enriched in multicellular organism development 
also showed a zigzag pattern of changes, decreasing at 
4  h, returning to normal at 1  day, slightly decreasing 
at 3 days and then rising above the baseline at 8 weeks 
(Additional file  2: Figure S1). Furthermore, 83 genes 
in profile 8 associated with brush border membrane 
showed a temporary decline at 4  h and recovered at 
1 day, but then began to decline and dropped to much 
lower than normal at 8 weeks, indicating irreversible 
impairment of intestinal villi function in the chronic 
stage (Additional file 2: Figure S1).

We then conducted the Kyoto Encyclopedia of Genes 
and Genomes (KEGG) enrichment analysis with the 
DEGs at each time point to analyze the sequential activa-
tion of signaling pathways. The results showed that p53, 
cell cycle and TNF signaling pathways were initially dys-
regulated at 4 h PI; while at 1 day after exposure, terpe-
noid backbone biosynthesis and drug metabolism-related 
pathways were dominantly altered (Fig.  3). Moreover, 
the metabolic pathways such as Glycolysis/Gluconeo-
genesis and AGE-RAGE signaling pathway, as well as 
MAPK signaling pathway were significantly dysregulated 
at 3 days PI (Fig. 3). In contrast, when at 2 and 8 weeks 
after exposure, the activated signaling pathways were 
strikingly different from those in the acute phase. The 
most significant activated pathways at 2 weeks PI were 
cytokine-cytokine receptor interaction, PI3K-Akt signal-
ing pathway, focal adhesion, ECM-receptor interaction as 
well as immune-related signaling pathways, which were 

Fig. 3   KEGG enrichment analysis of the alterations of pathways at each time point PI. The top 10 most significant enrichment KEGG pathways 
based on DEGs were selected for each time point, and a total of 35 different KEGG pathways are shown for all time points. The color of dots 
represents FDR value, and the size of dots represents the number of genes enriched in the pathway
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further augmented at 8 weeks PI (Fig. 3). Thus, the domi-
nant signaling pathways are activated sequentially as the 
disease progresses from acute to chronic stages.

GO analysis of DEGs and identification of hub 
genes at each time point PI
We further performed the GO analysis based on the 
DEGs at each time point PI. The top 20 most significantly 
enriched GO terms at each time point were shown (Fig. 4). 
At 4 h PI, the altered genes in the irradiation group were 
mainly enriched in the biological processes of cell cycle 
and DNA damage response (Fig.  4  A). We next showed 
the alteration genes in mitotic cell cycle process which 
was the top 1 enrichment GO term and also did protein-
protein interaction (PPI) analysis of these genes (Fig.  4B 
and Additional file  2: Table  S1). The result showed that 
Cdk1, Ccna2, Aurkb, Aurka and Mki67 that were down-
regulated in the irradiated group were located at central 
hubs and might play critical roles in cell cycle process in 
response to the radiation injury (Fig. 4B). At 1 day PI, the 
altered genes were mainly involved in signal transduc-
tion by p53 class mediator, mitotic G1/S transition check-
point and lipid metabolic process, and Mdm2, Cdkn1a, 
Bbc3, Bax and Sesn2 that were up-regulated in the irra-
diated group were further identified as hub genes in the 
p53-mediated signal transduction (Fig.  4  C-D and Addi-
tional file  2: Table  S1). While at 3 days PI, the alteration 
genes in the radiation group were mainly enriched in the 
anatomical structure morphogenesis, tissue development 
as well as metabolic processes such as small molecule and 
lipid metabolisms, and the hub genes in the anatomical 
structure morphogenesis were Tnf, Myc, Cd44, Col1a1 
and Icam1 which were all up-regulated in the irradiated 
group (Fig. 4E-F and Additional file 2: Table S1). Interest-
ingly, at 2 weeks PI, the altered genes were mostly enriched 
in the biological processes related to vessel development, 
and Fn1, Cdh5, Pecam1, Col1a1 and Mmp2 that were all 
up-regulated in the irradiated group were identified as hub 
genes in the blood vessel development process (Fig. 5 A-C 
and Additional file 2: Table S1). Furthermore, at 8 weeks 
PI, the most significant changes in the irradiated group 
were in the extracellular region and the biological process 
in response to external stimulus. PPI analysis indicated 
that the genes Fn1, Il6, Tnf, Alb and Il1b that were over-
expressed in the irradiated group were located at central 
hubs and might play key regulatory roles in the GO term 

“extracellular region” (Fig.  5D-F and Additional file  2: 
Table S1).

We next verified these hub genes identified at each time 
point PI using quantitative real-time-PCR (qRT-PCR) 
analysis. The results showed that the cell cycle-related 
hub genes including Cdk1, Ccna2, Aurkb, Aurka and 
Mki67 were all significantly down-regulated in the irradi-
ated group compared to control group at 4 h PI (Fig. 6 A), 
while hub genes involved in p53-mediated signal transduc-
tion including Mdm2, Cdkn1a, Bax and Sesn2 were all sig-
nificantly up-regulated in the irradiation group at 1 day PI, 
except for the Bbc3 gene, which was up-regulated but not 
statistically significant (Fig.  6B). Moreover, the hub genes 
Tnf, Myc, Cd44, Col1a1 and Icam1 at 3 days PI, hub genes 
Fn1, Cdh5, Pecam1, Col1a1 and Mmp2 at 2 weeks PI, and 
hub genes Fn1, Tnf, Alb, Il6 and Il1b at 8 weeks PI were all 
significantly up-regulated in the irradiation groups com-
pared to their respective control groups (Fig. 6 C-E).

P53 is specifically activated in the acute phase of mouse RP
We next performed immunohistochemistry (IHC) stain-
ing to detect p53 expression in the rectal tissues of mice 
at each time point PI. As shown in Fig. 7, we found that in 
the normal control, there was almost no p53 expression in 
the lower half of the crypt, and only moderate cytoplasmic 
expression of p53 at the top of the epithelium; while at 4 h, 
1 day and 3 days after irradiation, a large number of nuclear 
p53-positive cells appeared in the lower half of the crypt, 
but few nuclear p53-positive cells were observed at 2 and 8 
weeks after irradiation, indicating that p53 signaling path-
way is specifically activated in the acute phase, which is also 
consistent with the KEGG analysis of our sequencing data.

Discussion
Radiotherapy is one of the most effective means of treat-
ing pelvic malignancies [12]; however, more than 75% of 
patients receiving pelvic radiotherapy develop ARP, and up 
to 20% of the patients progress to CRP [5, 13]. The occur-
rence of RP seriously affects the quality of life of patients 
[14, 15]. However, the current clinical treatment is sympto-
matic without specific targeted drugs to prevent the devel-
opment of RP, ultimately due to the lack of understanding 
of the molecular mechanism of its pathogenesis [16, 17]. In 
this study, we employ the RP animal model reported by Lu 
et al. [7] by administering irradiation to the pelvic region of 
mice which well mimics the clinical radiotherapy of pelvic 

(See figure on next page.)
Fig. 4   GO analysis of DEGs in the acute phase. A GO analysis of DEGs at 4 h PI. The top 20 GO terms with the most significant enrichment are 
shown. B Heatmap (left) and PPI analysis (right) of the genes enriched in the top 1 GO term in A. Hub genes are shown in color. C GO analysis of 
DEGs at 1 day PI. The top 20 GO terms with the most significant enrichment are shown. D Heatmap (upper) and PPI analysis (lower) of the genes 
enriched in the top 1 GO term in C. Hub genes are shown in color. E GO analysis of DEGs at 3 days PI. The top 20 GO terms with the most significant 
enrichment are shown. F Heatmap (left) and PPI analysis (right) of the genes enriched in the top 1 GO term in E. Hub genes are shown in color
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Fig. 4 (See legend on previous page.)
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tumors and set several observation time points to investi-
gate the pathogenesis and molecular basis underlying ARP 
and CRP. Based on the histopathological characteristics of 
our animal model, we divide the observation time points 
into three stages of RP development: acute (4  h-3 days), 
subacute (2 weeks), and chronic (8 weeks), which could 
well simulate the natural evolution of human RP. We then 
performed transcriptome gene expression profile analysis 
and identified characteristically activated signaling path-
ways or cellular processes and key alteration genes in the 
acute, subacute and chronic phases, respectively, which 
might dynamically reveal the complex pathological process 
of RP.

When analyzing the RNA-seq data, we notice an inter-
esting point that the number of DEGs increased gradually 
over time, except for a decrease at 1 day after irradiation. 
This suggests that the molecular and biological changes 
induced by radiation insult continue to intensify although 
the time away from radiation exposure gets longer, and 
that the disease is gradually progressing and deteriorating 
from acute to chronic. The number of DEGs is particu-
larly high at 8 weeks, which is several times that of the 
acute phase, indicating that the most severe pathologi-
cal and molecular disorders occur at the chronic phase, 
which also supports the fact that CRP is more harmful 
to patients in clinical practice [3]. Otherwise, the number 
of DEGs decreased at 1 day after exposure, which might 
be caused by the restoration of some genes that were ele-
vated at 4 h in response to injury stress.

We also find that some groups of genes showed simi-
lar expression patterns during the progression of RP. 
The expression of genes related to immune response 
increased suddenly at 2 weeks and remained high at 8 
weeks, suggesting that these genes might be involved in 
the pathogenesis of CRP such as fibrosis, which is consist-
ent with previous reports that emphasized the important 
roles of immune cells as well as their secreted cytokines 
in the development of fibrosis in a variety of organ sys-
tems [18–20]. While another set of genes involved in 
metabolism regulation showed a gradual decrease from 
4 h to 8 weeks, indicating that metabolic disorder might 
contribute to the whole process of RP development. 
Interestingly, Li et  al. recently reported that the pertur-
bation of lipid metabolism in intestinal epithelial tissue, 
especially the abnormal of glycerophospholipids metabo-
lism which might be caused by the enteric dysbacteriosis 

of mice following 18-Gy abdominal radiation, might be 
closely related to the development of radiation enteritis 
[21]. Moreover, based on the KEGG enrichment analysis, 
our results showed characteristic activation of signaling 
pathways at different stages of RP development, specially, 
p53 and metabolism-related signaling pathways activated 
in the acute phase, and PI3K/Akt, cytokine/chemokine 
signaling and ECM-receptor signaling pathways mainly 
activated in the subacute and chronic phases, suggesting 
that targeting these specifically activated signaling path-
ways at different stages of disease development might 
achieve better therapeutic effects of RP.

When cells are exposed to exogenous insult such as 
ionizing radiation, p53 and its downstream signaling 
pathways are rapidly activated in response to DNA dam-
age and increased oxidative stress, leading to widespread 
cell cycle arrest and programmed death of damaged cells 
[22–25]. Consistently, our results showed that multiple 
core genes that regulate cell-cycle progression including 
Cdk1, Ccna2, Aurka, Aurkb and Mki67 were significantly 
down-regulated at 4 h PI, whereas those genes involved in 
p53 signaling pathway, including Cdkn1a, Mdm2, Bbc3, 
Bax and Sesn2 were dramatically up-regulated at 1  day 
PI, indicating that widespread cell cycle arrest and apop-
tosis occur in the intestinal epithelial cells in response to 
the radiation damage. Previous studies have shown that 
the injured intestinal epithelium enters a regenerative 
phase 72 h after radiation exposure, which is character-
ized by high proliferation and crypt multiplication and 
regulated by developmental signaling pathways such as 
Wnt and Notch signaling [10, 26–29]. In line with this, 
we also identified the Wnt target genes Myc and Cd44, 
which play an important role in regulating intestinal stem 
cell activity [30–33], were significantly up-regulated at 
3 days PI and might play a central role in regulating the 
structure morphogenesis at this phage.

Microvascular injury and abnormal angiogen-
esis have been well documented in the pathological 
changes of radiation injury in the late phase, which 
are considered to contribute largely to the progres-
sion of CRP [3, 34–36]. However, whether angio-
genesis is excessive or inhibited in the process of RP 
is still controversial. There is more evidence in favor 
of promoting angiogenesis, which showed that mul-
tiple pro-angiogenic factors such as angiogenin, 
VEGF, CD31, fibroblast growth factor 1, and MMP8 

Fig. 5   GO analysis of DEGs in the subacute and chronic phases. A GO analysis of DEGs at 2 weeks PI. The top 20 GO terms with the most 
significant enrichment are shown. B-C Heatmap (B) and PPI analysis (C) of the genes enriched in the top 1 GO term in A. Hub genes are shown in 
color. D GO analysis of DEGs at 8 weeks PI. The top 20 GO terms with the most significant enrichment are shown. E-F Heatmap (E) and PPI analysis 
(F) of the genes enriched in the top 1 GO term in D. Hub genes are shown in color

(See figure on next page.)
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Fig. 5 (See legend on previous page.)
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were over-expressed and microvascular density was 
increased in the mucosal biopsies of human RP [37–
39]. However, Wu et  al. found that the expression of 
angiostatin was significantly up-regulated and micro-
vascular density was decreased in the submucosa of 
human CRP lesions, suggesting a compromised angio-
genesis [40]. Here in our study, we find that vascular 
dysplasia was predominate at 2 weeks PI, and the hub 
genes Cd31 (Pecam1), Mmp2, Cdh5, Col1a1 and Fn1 
were significantly up-regulated in this process, sug-
gesting the possibility of abnormal excessive angio-
genesis. However, whether these alteration genes are 
simultaneously involved in the process of occlusive 
vasculopathy of RP requires further investigation.

One of the most prominent features of CRP is fibro-
sis, which is due to excessive deposition of ECM and 
leads to intestinal obstruction [3, 41]. Sustained immune 
response and over-expression of inflammatory factors 
have been reported to be closely related to the forma-
tion of fibrosis [19, 42, 43]. This is also supported by our 
observation that cytokine and immune signaling path-
ways probably triggered by overexpressed Il6, Tnf and 
Il1b were persistently activated and the ECM proteins 
such as Fn1 and Alb were over-accumulated at 2 and 
8 weeks PI. Although the role of certain immune cells 
or cytokines in the pathogenesis of radiation-induced 
fibrosis has been revealed [7, 9, 44, 45], more efforts are 
needed to uncover the detail mechanism of fibrogenesis 
and explore effective preventive and therapeutic drugs 
for fibrosis in RP.

There have some limitations in our study. First, we 
reveal the pathogenesis of RP only from the transcriptome 
level, and future study should be designed to combine 
multi-omics analyses including transcriptome, proteom-
ics, metabonomics and microbiome to comprehensively 
describe the pathogenesis of RP progression. Second, 
although we have identified characteristically activated 
signaling pathways and key altered genes at different 
stages of disease development in mouse model, these need 
to be further validated in human RP samples. And also 
the precise roles and mechanisms of these altered genes 
and signaling pathways in RP development as well as their 
therapeutic values in RP deserve further investigation.

Conclusions
In summary, our study reveals the gene expression 
patterns during the development of RP using a mouse 
model by RNA-seq analysis, and reports distinct sign-
aling pathways activated at different stages of disease 
development. In the acute injury period, the most 
important events are cell cycle arrest, p53-mediated 
apoptosis and dysregulation in metabolism-related 
pathways, whereas in the subacute and chronic phases, 
inflammatory and immune signaling pathways, ECM 
and focal adhesion are dominantly activated. In par-
ticular, changes in biological processes associated with 
vessel development are most pronounced in the suba-
cute phase. Our study delineates the molecular events 
sequentially occurred during the development of RP 
and provides molecular basis for targeted therapy at 
different stages of RP development.

Methods
RP animal model
C57BL/6J mice (female) aged 8 to 10 weeks were 
obtained from Vital River Laboratory Animal Tech-
nology Co. (Beijing, China) and raised in specific 
pathogen–free condition with a 12  h light/dark cycle 
at the Sixth Affiliated Hospital, Sun Yat-sen Univer-
sity. The RP mouse model was established as previous 
reported [7]. In brief, mice were randomly divided into 
two groups. Mice in the irradiation group were anes-
thetized and irradiated with a dose of 25  Gy using a 
RS2000 X-ray Irradiator (Rad Source Technologies, 
Inc., Boca Raton, FL). The lower pelvic region (1  cm) 
containing the rectum was exposed and the rest of 
the body was shielded by lead plates. Mice in control 
group (sham-irradiated) were anesthetized without 
irradiation. Mice were euthanized at 4 h, 1 day, 3 days, 
2 weeks and 8 weeks after irradiation in both the irra-
diated (n = 3 mice per time point) and time-matched 
control groups (n = 3 mice per time point). The same 
control samples were shared for 4  h and 1  day. The 
rectal tissues were removed and divided longitudinally 
into two parts for fresh freezing or fixation in 10% 
formaldehyde.

(See figure on next page.)
Fig. 6   Verification of the alteration of the hub genes by qRT-PCR analysis. A The mRNA expression levels of Cdk1, Ccna2, Aurkb, Aurka and Mki67 
in the rectal tissues of mice in control and radiation groups at 4 h PI. B The mRNA expression levels of Mdm2, Cdkn1a, Bbc3, Bax and Sesn2 in the 
rectal tissues of mice in control and radiation groups at 1 day PI. C The mRNA expression levels of Tnf, Myc, Cd44, Col1a1 and Icam1 in the rectal 
tissues of mice in control and radiation groups at 3 days PI. D The mRNA expression levels of Fn1, Cdh5, Pecam1, Col1a1 and Mmp2 in the rectal 
tissues of mice in control and radiation groups at 2 weeks PI. E The mRNA expression levels of Fn1, Tnf, Alb, Il6 and Il1b in the rectal tissues of mice 
in control and radiation groups at 8 weeks PI. n = 3 for each time points. Data are shown as means ± SD. Statistical analyses were performed by 
unpaired Student’s t-test. ns, not significant. *p < 0.05, **p < 0.01, ***p < 0.001
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Fig. 6 (See legend on previous page.)
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Human specimens
The human normal control colon tissue was obtained 
from adjacent non-cancerous tissue of patients with 
colorectal cancer surgically resected without neoad-
juvant chemoradiotherapy. The human ARP sample 
was obtained from adjacent non-cancerous colorectal 
tissue of rectal cancer patients who underwent radio-
therapy before surgery and subsequently experienced 
symptoms of ARP. The human CRP specimen was 
obtained from surgically excised intestinal lesions of 
patients who suffered from CRP after pelvic radiother-
apy for cervical cancer. The detailed information for 
these human specimens was listed in Additional file 2: 
Table S2.

H&E and Masson’s trichrome staining
Human and murine samples were formalin-fixed, paraf-
fin-embedded and sliced to a thickness of 4 μm, followed 
by H&E and Masson’s trichrome staining according to 
standard procedures.

Immunohistochemistry (IHC) staining
IHC staining was carried out using SP-9000 SPlink 
Detection Kit (ZSGB-Bio, Beijing, China) following the 
manufacturer’s protocol. Rectal tissue sections of mice 
were detected with anti-p53 antibody (1:3000, 60283-2-
Ig, Proteintech group).

RNA‑seq analysis
Total RNA from the rectal tissues of mice in both irra-
diated and control groups at 4 h, 1 day, 3 days, 2 weeks 
and 8 weeks PI was extracted using Trizol reagent (Inv-
itrogen, Carlsbad, CA). Three biological replicates of 
the RNA sample were prepared for each time point. 
The same control samples were shared for 4 h and 1 day. 
A total of 27 RNA samples were collected and sub-
jected to high-throughput RNA sequencing with Illu-
mina HiSeq Xten platform by Mega genomics Co., LTD 
(Beijing, China). Sequenced reads containing adapt-
ers or low quality bases were filtered by fastp [46] (ver-
sion 0.18.0). Paired-end clean reads were aligned to 
the mouse genome (mm9) using HISAT2. 2.4 software 
[47]. The mapped reads of each sample were assembled 
by StringTie v1.3.1 [48] in a reference-based approach. 
Gene expression levels were calculated using FPKM val-
ues (fragments per kilobase of exon per million mapped 
reads) using RSEM software [49]. Differential gene 
expression between two groups was analyzed by DESeq2 
software [50]. The genes with the parameter of false dis-
covery rate (FDR) < 0.01 and absolute fold change > 2 
were considered differentially expressed genes. KEGG 
[51] and GO [52] enrichment analyses were performed 
using the OmicShare tools, a free online data analysis 
platform. Significantly enriched GO terms or pathways 
in DEGs comparing to the genome background were 
defined by hypergeometric test. The calculated p-value 
was gone through FDR correction, taking FDR ≤ 0.05 as 

Fig. 7   P53 is specifically activated in the acute phase in mouse RP. IHC staining was performed in the rectal tissues of mice at control and 
irradiated groups using anti-p53 antibody. Representative images of p53 staining of the tissue sections from control (4 h) and irradiated mice at the 
indicated time points are shown. Scale bars, 50 μm
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a threshold. GO terms or pathways meeting this condi-
tion were defined as significantly enriched GO terms or 
pathways in DEGs. STEM was performed by STEM soft-
ware [53] (version 1.3.13). The Maximum Unit Change 
in model profiles between time points was 2, and the 
maximum output profiles number was 50.

Screening hub genes
The target genes were put into the Search Tool for the 
Retrieval of Interacting Genes/Proteins (STRING) [54] 
online database (http:// strin gdb. org/) to get a protein-pro-
tein interaction network, and then visualized in Cytoscape 
software [55] (version 3.9.0). Hub genes were calculated 
by CytoHubba using the Maximum Neighborhood Com-
ponent method. The topological features for each PPI net-
work were shown in Additional file 2: Table S1.

qRT‑PCR
Total RNA from the rectal tissues of mice was extracted 
with Trizol (Invitrogen, Carlsbad, CA). The cDNA was 
synthesized using ReverTra Ace® qPCR RT Master 
Mix with gDNA Remover (TOYOBO). qRT-PCR was 
performed using FastStart Essential DNA Green Mas-
ter (Roche) with Quantstudio 7 flex RT-PCR systems 
(Applied Biosystems Inc., Foster City, CA). β-actin was 
used as the internal control. The sequences of the used 
primers were shown in Additional file 2: Table S3.

Statistical analysis
The qRT-PCR data were analyzed by GraphPad Prism 8 
(GraphPad, San Diego, CA, USA). Comparisons of gene 
expression levels were performed by unpaired Student’s 
t-test. Data were shown as mean ± SD. P < 0.05 was 
considered significant.

Abbreviations
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tially expressed genes; FC: Fold change; FDR: False discovery rate; GO: Gene 
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and Genomes; PI: Post-irradiation; PPI: Protein-protein interaction; qRT-PCR: 
quantitative real-time-PCR; RP: Radiation proctitis; STEM: Short Time-series 
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Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12864- 022- 08668-5.

Additional file 1. Excel file containing differential expression data for all 
genes across all comparison groups and time points.

Additional file 2: Figure S1. Gene profiles classified by STEM algo-
rithm. Table S1. The average values of topological features of the PPI 
networks for each time point. Table S2. Information for the human 
specimens. Table S3. Primer sequences for qRT-PCR.

Acknowledgements
The authors would like to thank Dr. Lei Wang for valuable scientific input for 
this study. The authors also would like to thank the support from National Key 
Clinical Discipline of China.

Authors’ contributions
YC conceived, designed and supervised the study. QZ, JC, HW and WL carried 
out the animal study. QZ and JC analyzed and validated the RNA-seq data. YC 
and QZ wrote the manuscript. All authors read and approved the manuscript.

Funding
This work was supported by The National Natural Science Foundation of 
China (81872386; 82173224); Guangzhou Science and Technology Plan Project 
(202002030018); The Natural Science Foundation of Guangdong Province 
(2021A1515010080).

Availability of data and materials
The RNA-seq data generated during the current study are available in National 
Center for Biotechnology Information (NCBI) Gene Expression Omnibus (GEO) 
database with accession number GSE198331 (http:// www. ncbi. nlm. nih. gov/ 
geo/ query/ acc. cgi? acc= GSE19 8331).

Declarations

Ethics approval and consent to participate
 This animal study was approved by the Institutional Animal Care and Use 
Committee of the Sixth Affiliated Hospital of Sun Yat-sen University, and all 
methods were performed in accordance with the relevant guidelines and 
regulations.  The use of human specimens was approved by the Institutional 
Review Board of the Sixth Affiliated Hospital, Sun Yat-sen University, and all 
experiments were performed in accordance with the relevant guidelines and 
regulations. Written informed consent was obtained from all subjects.  The 
study is reported in accordance with ARRIVE guidelines.

Consent for publication
Not applicable.

Competing interests
The authors declare no competing interests.

Received: 8 March 2022   Accepted: 30 May 2022

References
 1. Giraud P, Chargari C, Maingon P, Hannoun-Lévi J-M, Azria D, Monpetit É, 

et al. Guidelines for external radiotherapy and brachytherapy procedures: 
3rd edition. Cancer Radiother. 2022;26:2–6.

 2. Bentzen SM. Preventing or reducing late side effects of radiation therapy: 
radiobiology meets molecular pathology. Nat Rev Cancer. 2006;6:702–13.

 3. Hauer-Jensen M, Denham JW, Andreyev HJ. Radiation enteropathy–pathogen-
esis, treatment and prevention. Nat Rev Gastroenterol Hepatol. 2014;11:470–9.

 4. Babb RR. Radiation proctitis: a review. Am J Gastroenterol. 
1996;91:1309–11.

 5. Grodsky MB, Sidani SM. Radiation proctopathy. Clin Colon Rectal Surg. 
2015;28:103–11.

 6. Wu X-R, Liu X-L, Katz S, Shen B. Pathogenesis, diagnosis, and manage-
ment of ulcerative proctitis, chronic radiation proctopathy, and diversion 
proctitis. Inflamm Bowel Dis. 2015;21:703–15.

 7. Lu W, Xie Y, Huang B, Ma T, Wang H, Deng B, et al. Platelet-derived growth 
factor C signaling is a potential therapeutic target for radiation proctopa-
thy. Sci Transl Med. 2021;13:eabc2344.

 8. Bourgier C, Haydont V, Milliat F, François A, Holler V, Lasser P, et al. Inhibi-
tion of Rho kinase modulates radiation induced fibrogenic phenotype in 
intestinal smooth muscle cells through alteration of the cytoskeleton and 
connective tissue growth factor expression. Gut. 2005;54:336–43.

 9. Zheng H, Wang J, Koteliansky VE, Gotwals PJ, Hauer-Jensen M. Recombi-
nant soluble transforming growth factor beta type II receptor ameliorates 
radiation enteropathy in mice. Gastroenterology. 2000;119:1286–96.

http://stringdb.org/
https://doi.org/10.1186/s12864-022-08668-5
https://doi.org/10.1186/s12864-022-08668-5
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE198331
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE198331


Page 14 of 14Zeng et al. BMC Genomics          (2022) 23:431 

 10. Bohin N, McGowan KP, Keeley TM, Carlson EA, Yan KS, Samuelson LC. 
Insulin-like Growth Factor-1 and mTORC1 Signaling Promote the Intesti-
nal Regenerative Response After Irradiation Injury. Cell Mol Gastroenterol 
Hepatol. 2020;10:797–810.

 11. Meijer BJ, Giugliano FP, Baan B, Meer JHM, Meisner S, Roest M, et al. ATF2 
and ATF7 Are Critical Mediators of Intestinal Epithelial Repair. Cell Mol 
Gastroenterol Hepatol. 2020;10:23–42.

 12. Mahe MA, Barillot I, Chauvet B. [Guidelines for external radiotherapy and 
brachytherapy: 2nd edition]. Cancer Radiother. 2016;20 Suppl:S4-7.

 13. Hayne D, Vaizey CJ, Boulos PB. Anorectal injury following pelvic radio-
therapy. Br J Surg. 2001;88:1037–48.

 14. Andreyev HJ. GI Consequences of Cancer Treatment: A Clinical Perspec-
tive. Radiat Res. 2016;185:341–8.

 15. Abayomi J, Kirwan J, Hackett A. The prevalence of chronic radiation 
enteritis following radiotherapy for cervical or endometrial cancer and its 
impact on quality of life. Eur J Oncol Nurs. 2009;13:262–7.

 16. Loge L, Florescu C, Alves A, Menahem B. Radiation enteritis: Diagnostic 
and therapeutic issues. J Visc Surg. 2020;157:475–485.

 17. Hale MF. Radiation enteritis: from diagnosis to management. Curr Opin 
Gastroenterol. 2020;36:208–214.

 18. Gieseck RL 3rd, Wilson MS, Wynn TA. Type 2 immunity in tissue repair and 
fibrosis. Nat Rev Immunol. 2018;18:62–76.

 19. Wynn TA, Ramalingam TR. Mechanisms of fibrosis: therapeutic translation 
for fibrotic disease. Nat Med. 2012;18:1028–40.

 20. Jeljeli M, Riccio LGC, Doridot L, Chêne C, Nicco C, Chouzenoux S, et al. 
Trained immunity modulates inflammation-induced fibrosis. Nat Com-
mun. 2019;10:5670.

 21. Li Y, Yan H, Zhang Y, Li Q, Yu L, Li Q, et al. Alterations of the Gut Microbi-
ome Composition and Lipid Metabolic Profile in Radiation Enteritis. Front 
Cell Infect Microbiol. 2020;10:541178.

 22. Beyfuss K, Hood DA. A systematic review of p53 regulation of oxidative 
stress in skeletal muscle. Redox Rep. 2018;23:100–117.

 23. Edelblum KL, Yan F, Yamaoka T, Polk DB. Regulation of apoptosis during 
homeostasis and disease in the intestinal epithelium. Inflamm Bowel Dis. 
2006;12:413–24.

 24. Soderholm JD, Perdue MH. Stress and gastrointestinal tract. II. Stress and intes-
tinal barrier function. Am J Physiol Gastrointest Liver Physiol. 2001;280:G7-G13.

 25. Bismar MM, Sinicrope FA. Radiation enteritis. Curr Gastroenterol Rep. 
2002;4:361–5.

 26. Withers HR, Brennan JT, Elkind MM. The response of stem cells of 
intestinal mucosa to irradiation with 14 MeV neutrons. Br J Radiol. 
1970;43:796–801.

 27. Cairnie AB, Millen BH. Fission of crypts in the small intestine of the irradi-
ated mouse. Cell Tissue Kinet. 1975;8:189–96.

 28. Miyoshi H, Ajima R, Luo CT, Yamaguchi TP, Stappenbeck TS. Wnt5a poten-
tiates TGF-beta signaling to promote colonic crypt regeneration after 
tissue injury. Science. 2012;338:108–13.

 29. Medema JP, Vermeulen L. Microenvironmental regulation of stem cells in 
intestinal homeostasis and cancer. Nature. 2011;474:318–26.

 30. Araki R, Hoki Y, Uda M, Nakamura M, Jincho Y, Tamura C, et al. Crucial role 
of c-Myc in the generation of induced pluripotent stem cells. Stem Cells. 
2011;29:1362–70.

 31. Kim MJ, Xia B, Suh HN, Lee SH, Jun S, Lien EM, et al. PAF-Myc-Controlled 
Cell Stemness Is Required for Intestinal Regeneration and Tumorigenesis. 
Dev Cell. 2018;44:582–596 e4.

 32. Zeilstra J, Joosten SP, Dokter M, Verwiel E, Spaargaren M, Pals ST. Deletion 
of the WNT target and cancer stem cell marker CD44 in Apc(Min/+) mice 
attenuates intestinal tumorigenesis. Cancer Res. 2008;68:3655–61.

 33. Schepers AG, Snippert HJ, Stange DE, van den Born M, van Es JH, van 
de Wetering M, et al. Lineage tracing reveals Lgr5 + stem cell activity in 
mouse intestinal adenomas. Science. 2012;337:730–5.

 34. Nguyen V, Gaber MW, Sontag MR, Kiani MF. Late effects of ionizing radiation 
on the microvascular networks in normal tissue. Radiat Res. 2000;154:531–6.

 35. Carr ND, Pullen BR, Hasleton PS, Schofield PF. Microvascular studies in 
human radiation bowel disease. Gut. 1984;25:448–54.

 36. Doi H, Kamikonya N, Takada Y, Fujiwara M, Tsuboi K, Miura H, et al. Long-
term sequential changes of radiation proctitis and angiopathy in rats. J 
Radiat Res. 2012;53:217–24.

 37. Takeuchi H, Kimura T, Okamoto K, Aoyagi E, Miyamoto H, Kaji M, et al. A 
mechanism for abnormal angiogenesis in human radiation proctitis: analysis 
of expression profile for angiogenic factors. J Gastroenterol. 2012;47:56–64.

 38. Sheth S, Bleibel W, Thukral C, A-Rahim Y, Beldi G, Csizmadia E, et al. 
Heightened NTPDase-1/CD39 expression and angiogenesis in radiation 
proctitis. Purinergic Signal. 2009;5:321–6.

 39. Karamanolis G, Delladetsima I, Kouloulias V, Papaxoinis K, Panayiotides 
I, Haldeopoulos D, et al. Increased expression of VEGF and CD31 in 
postradiation rectal tissue: implications for radiation proctitis. Mediators 
Inflamm. 2013;2013:515048.

 40. Wu P, Li L, Wang H, Ma T, Wu H, Fan X, et al. Role of Angiogenesis in 
Chronic Radiation Proctitis: New Evidence Favoring Inhibition of Angio-
genesis Ex Vivo. Dig Dis Sci. 2018;63:113–125.

 41. Vozenin-Brotons MC, Milliat F, Sabourin JC, de Gouville AC, François A, 
Lasser P, et al. Fibrogenic signals in patients with radiation enteritis are 
associated with increased connective tissue growth factor expression. Int 
J Radiat Oncol Biol Phys. 2003;56:561–72.

 42. Langberg CW, Hauer-Jensen M, Sung CC, Kane CJ. Expression of 
fibrogenic cytokines in rat small intestine after fractionated irradiation. 
Radiother Oncol. 1994;32:29–36.

 43. Wick G, Grundtman C, Mayerl C, Wimpissinger TF, Feichtinger J, Zelger B, 
et al. The immunology of fibrosis. Annu Rev Immunol. 2013;31:107–35.

 44. Haydont V, Bourgier C, Pocard M, Lusinchi A, Aigueperse J, Mathé D, et al. 
Pravastatin Inhibits the Rho/CCN2/extracellular matrix cascade in human 
fibrosis explants and improves radiation-induced intestinal fibrosis in rats. 
Clin Cancer Res. 2007;13:5331–40.

 45. Takemura N, Kurashima Y, Mori Y, Okada K, Ogino T, Osawa H, et al. Eosino-
phil depletion suppresses radiation-induced small intestinal fibrosis. Sci 
Transl Med. 2018;10:eaan0333.

 46. Chen S, Zhou Y, Chen Y, Gu J. fastp: an ultra-fast all-in-one FASTQ preproc-
essor. Bioinformatics. 2018;34(17):i884-i890.

 47. Kim D, Langmead B, Salzberg SL. HISAT: a fast spliced aligner with low 
memory requirements. Nat Methods. 2015;12(4):357–60.

 48. Pertea M, Pertea GM, Antonescu CM, Chang TC, Mendell JT, Salzberg SL. 
StringTie enables improved reconstruction of a transcriptome from RNA-
seq reads. Nat Biotechnol. 2015;33(3):290–5.

 49. Li B, Dewey CN. RSEM: accurate transcript quantification from RNA-Seq data 
with or without a reference genome. BMC Bioinformatics. 2011;12:323.

 50. Love MI, Huber W, Anders S. Moderated estimation of fold change and 
dispersion for RNA-seq data with DESeq2. Genome Biol. 2014;15(12):550.

 51. Kanehisa M, Goto S. KEGG: kyoto encyclopedia of genes and genomes. 
Nucleic Acids Res. 2000;28(1):27–30.

 52. Ashburner M, Ball CA, Blake JA, Botstein D, Butler H, Cherry JM, et al. Gene 
ontology: tool for the unification of biology. The Gene Ontology Consor-
tium. Nat Genet. 2000;25(1):25–9.

 53. Ernst J, Bar-Joseph Z. STEM: a tool for the analysis of short time series 
gene expression data. BMC Bioinformatics. 2006;7:191.

 54. Szklarczyk D, Franceschini A, Wyder S, Forslund K, Heller D, Huerta-Cepas 
J, et al. STRING v10: protein-protein interaction networks, integrated over 
the tree of life. Nucleic Acids Res. 2015;43(Database issue):D447-52.

 55. Shannon P, Markiel A, Ozier O, Baliga NS, Wang JT, Ramage D, et al. 
Cytoscape: a software environment for integrated models of biomolecu-
lar interaction networks. Genome Res. 2003;13(11):2498–504.

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


	The dynamic cellular and molecular features during the development of radiation proctitis revealed by transcriptomic profiling in mice
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	The pathological features of rectal tissue at different time points post-irradiation (PI) in the mouse model recapitulate the features of human ARP and CRP
	Transcriptome analysis of gene expression changes in the course of RP development


	GO analysis of DEGs and identification of hub genes at each time point PI
	P53 is specifically activated in the acute phase of mouse RP

	Discussion
	Conclusions
	Methods
	RP animal model

	Human specimens
	H&E and Masson’s trichrome staining
	Immunohistochemistry (IHC) staining
	RNA-seq analysis
	Screening hub genes
	qRT-PCR
	Statistical analysis

	Acknowledgements
	References


