
1Scientific Reports |         (2019) 9:13803  | https://doi.org/10.1038/s41598-019-50023-4

www.nature.com/scientificreports

Long-term mucosal injury and 
repair in a murine model of pelvic 
radiotherapy
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Chronic intestinal injury after pelvic radiotherapy affects countless cancer survivors worldwide. A 
comprehensive understanding of the long-term injury dynamics is prevented in available animal 
models. With linear accelerators that are used to treat cancer in patients, we irradiated a small volume 
encompassing the colorectum in mice with four fractions of 8 Gy per fraction. We then determined 
the long-term dynamics of mucosal injury, repair, and the duration of inflammation. We show that 
crypt fission, not cell proliferation, is the main long-term mechanism for rescuing crypt density after 
irradiation, and provides a potentially wide window for clinical interventions. Persisting macrophage 
aggregations indicate a chronic mucosal inflammation. A better understanding as to how crypt fission 
is triggered and why it fails to repair fully the mucosa may help restore bowel health after pelvic 
radiotherapy. Moreover, anti-inflammatory interventions, even if implemented long after completed 
radiotherapy, could promote bowel health in pelvic cancer survivors.

Patients who survive cancer through the help of pelvic radiotherapy have a life-long risk of sequelae that result 
from radiation-induced injury to the intestines. Permanent changes in bowel habits, which can arise months 
to years, even decades, after completion of the treatment, are estimated to occur in 90% of pelvic cancer survi-
vors1,2. In the literature, the symptoms following pelvic radiotherapy are sometimes collectively referred to as 
radiation-induced survivorship diseases3 or pelvic radiation disease1. We have previously identified five under-
lying syndromes (symptom clusters) and labelled them as follows: faecal-leakage syndrome; faecal-urgency 
syndrome; excessive mucus discharge; excessive gas discharge; and blood discharge3. The sensitivity of the gut 
mucosa to ionising irradiation is linked to the high proliferation rate of stem cells and progenitor cells at the 
base of the crypts, as these cells expose their DNA to the ionising beams during the S-phase of the cell cycle4. In 
addition, radiation directed towards the intestines is believed to be deleterious to the endothelial cells that supply 
the mucosa with blood, and the formed small thrombi exacerbate further the vascular injury5. Despite reports of 
successful amelioration of late-occurring symptoms using anti-inflammatory agents, it is commonly believed that 
the acute inflammation of the mucosa subsides as the tissue moves into a fibrotic stage6. However, the long-term 
trajectory of radiation-induced intestinal injury is difficult to study, since most of the models that simulate clin-
ically relevant doses kill the animal within a week or two7. There are models that allow for longer survival times, 
e.g., those entailing bowel exteriorisation or the shielding of vital organs. Unfortunately, these models either cre-
ate uncertainty in relation to the delivered dose of radiation, as in the case of shielding, or the procedure itself may 
interfere with the outcome, as is the case with surgery for bowel exteriorisation. Surgery also prevents repeated 
administration of radiation doses, e.g., fractionation. By employing linear accelerators that are used in the clinic, 
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accurate photon irradiation of a well-defined target volume can be performed, thereby avoiding off-target effects. 
The level of uncertainty related to the absorbed dose delivered to the target volume is relatively low. The dose rate 
is identical to that used for patient treatments, and the radiation can be fractionated8. We have recently devel-
oped a model of fractionated irradiation of the mouse colorectum using linear accelerators, whereby we deliver 
clinically relevant doses to the gut mucosa while safeguarding animal survival9. The model produces dose- and 
fraction-dependent effects on the mucosa that are similar to those seen in humans. In the present study, we used 
the model to determine the dynamics of radiation-induced injury to the colorectal mucosa up to 30 weeks after 
tissue irradiation, with special emphasis on the repair processes and inflammatory activities. The validity of the 
murine model was examined in rectal biopsies from patients treated with pelvic radiotherapy.

Results
Animal health status.  All the animals were inspected twice a week and weighed once every week until the 
end of the study (Fig. 1b). There was no statistically significant difference in body-weight between the irradiated 
and sham-irradiated mice at any of the time-points. The mice did not exhibit any signs of diarrhoea or consti-
pation, although a few mice exhibited signs of mucus discharge sporadically, with the first observations made at 
18 weeks post-irradiation. One mouse died from an unknown cause. Overall, the mice appeared to be healthy 
throughout the experiment.

Crypt degeneration.  A total of six sections per animal was analysed for degenerating crypts at five different 
time-points post-irradiation (Fig. 1c). At 24 hours post-irradiation, degenerating crypts were very rarely seen 
(P = 0.47, as compared to sham-irradiated animals). The highest number of degenerating crypts was found in 
animals at 1 week post-irradiation (P = 0.004), but the number had declined by more than 50% 5 weeks later 
(6 weeks; P < 0.001) and by nearly another half at 18 weeks (18 weeks; P = 0.003). Despite the decrease, there 
remained a considerable number of degenerating crypts at 30 weeks post-irradiation (P < 0.001). Degenerating 
crypts were not observed at any time-point in any of the sham-irradiated animals.

Crypt loss.  To quantify the radiation-induced loss of crypts over time, the total number of crypts per cir-
cumference in two sections per slide was counted in all the groups. At 24 hours (P = 0.81) and 1 week (P = 0.06) 
post-irradiation, no significant crypt loss was observed, whereas there was statistically significant crypt loss at 6 
weeks (P = 0.0002), 18 weeks (P = 0.004), and 30 weeks (P = 0.001) (Fig. 1d–f). Human irradiated rectal mucosa 
showed similar gross morphological changes with approximately one-third of the biopsies containing enlarged 
degenerating crypts at 3 to 5 days after completed radiotherapy with 25 Gy in 5 fractions (illustrated in Fig. 1g, 
data not shown). In the biopsies taken 6 to 11 weeks after 45–50 Gy in 25 fractions, only one biopsy showed crypt 
degeneration. Crypt degeneration was not observed in the any of the non-irradiated biopsies, consistent with our 
findings in mice where we have never observed crypt degeneration in sham-irradiated mucosa.

Inflammatory activity.  To determine the trajectory of inflammatory activity, we quantified the num-
bers of macrophages at all five time-points (Fig. 2a). At 24 hours post-irradiation, the average number of mac-
rophages overall did not differ significantly between the irradiated and sham-irradiated animals (P = 0.63). At 
one week post-irradiation the average abundance of macrophages had increased slightly in the irradiated animals 
(P = 0.13), while at six weeks post–irradiation the difference between sham-irradiated and irradiated was pro-
nounced (P = 0.003). At 18 weeks (P = 0.003) the number of macrophages stabilised and the high abundance of 
macrophages persisted in the 30-week cohort (P = 0.003) (Fig. 2a–e).

Angiogenesis.  There were no significant differences in the number of blood vessels compared with the 
sham-irradiated animals at 24 hours (P = 0.80), 6 weeks (P = 0.98), and 18 weeks (P = 0.48) post-irradiation. 
Significant loss of blood vessels was observed at 1 week (P = 0.04) post-irradiation, as compared to the controls, 
and at 30 weeks post-irradiation there was a significant increase in the number of blood vessels (P = 0.001) (Fig. 2f).

Crypt fission.  We quantified crypt fission 6 weeks after the application of 2, 3 or 4 fractions of 8 Gy each. 
Crypt fission increased in dose- and fraction-dependent manners and was significantly increased in the animals 
that received 4 fractions of irradiation (Fig. 3a; 8 Gy × 2, P = 0.6; 8 Gy × 3, P = 0.09; and 8 Gy × 4, P = 0.01, as 
compared to sham-irradiated animals). To monitor the regenerative response, we also quantified crypt fission 
at all other time-points (Fig. 3b). At 24 hours post-irradiation, no regenerative response in terms of crypt fis-
sion could be observed (P = 0.42, as compared to the sham-irradiated animals). At 1 week post-irradiation, very 
high levels of crypt fission were found in a few animals, while some animals did not display any crypt fission yet 
(P = 0.07). At 6 weeks post-irradiation, all the irradiated animals displayed crypt fission (P = 0.01). At 18 and 30 
weeks post-irradiation, the regenerative response had subsided and crypt fission was back to the control levels 
(P = 0.14 and P = 0.84, respectively). Crypt fission events were also observed in the human rectal biopsies from 
both treatment groups and the non-irradiated subjects (Fig. 3d,e).

Rates of cell proliferation and cell survival in individual crypts after irradiation.  To determine the 
effect of irradiation on crypt cell proliferation over time, we quantified the number of newly produced crypt cells 
using the proliferation marker Ki-67 at the various time-points (Fig. 4a–e). No statistically significant differences 
in cell proliferation were observed between the sham-irradiated and irradiated mice at 24 hours (P = 0.69), 1 week 
(P = 0.67), 6 weeks (P = 0.54), 18 weeks (P = 0.43) and 30 weeks (P = 0.23) post-irradiation.

To determine the survival of newly created crypt cells in response to radiation injury, mice were injected with 
BrdU 4 days before sacrifice, except for the 24-hour animals. The survival rates of the newly born crypt cells were 
unaffected at all the examined time-points of 1 week (P = 0.44), 6 weeks (P = 0.07), 18 weeks (P = 0.95) and 30 
weeks (P = 0.55) post-irradiation (Fig. 4f–j).
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Figure 1.  (a) Experimental design. Male C57BL/6J mice (N ≧ 10 per treatment and time point) were irradiated 
with four fractions of 8 Gy (8 Gy × 4) with 12 hours between each delivered fraction. Four days before sacrifice, 
the mice were injected with BrdU (100 mg/kg), to follow crypt cell survival. Colorectal tissues were harvested at 
24 hours, 1 week, 6 weeks, 18 weeks, and 30 weeks post-irradiation. (b) Weight curves (grams) for the 30-week 
group. The mice survived and gained weight in a manner similar to the sham-irradiated controls. At 30 weeks post-
irradiation, there is a trend towards increased weight in the irradiated mice. (c) Number of degenerating crypts per 
six circumferences. Radiation-induced crypt degeneration is evident first at 1 week post-irradiation. The number 
of degenerating crypts diminishes over time. (d) Crypt loss over time. Quantification of the surviving crypts per 
circumference of the colorectum reveals that the crypt loss is permanent. At 24 hours post-irradiation, no crypt loss 
is detected. One week after irradiation, a few animals have lost more than 50% of their crypts per circumference, 
as compared to the sham-irradiated controls, while some animals still have the normal number of crypts. At 6 
weeks post-irradiation, crypt loss is seen in nearly all the animals in the irradiated group. The irradiated mucosa 
has approximately 25% fewer crypts than the sham-irradiated mucosa, and this remains unchanged throughout 
the experiment, despite what appears to be a slight increase in the number of crypts with age in both groups. §,#Data 
from the 6-week group have been reported previously26, and9, respectively. (e,f) Histology of irradiated mucosa 
samples. There are negligible numbers of degenerating crypts 24 hours after irradiation (e). However, at 1 week 
post-irradiation, several animals have multiple degenerating crypts (f, arrow) with few goblet cells (Alcian Blue 
and Nuclear Fast Red stain). Scale bars, 50 μm. (g) Degenerating crypt in the rectal mucosa of a cancer patient 4 
days after 5 Gy × 5 (G, arrow). There are multiple dividing cells in nearby crypts, visualised as darkly stained Ki-67+ 
nuclei. Only two Ki-67+ cells are visible at the bottom of the degenerating crypt. Scale bar, 100 μm.
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Discussion
In commonly used models of radiation-induced injury to the gut mucosa, off-target effects from large radiation 
fields and the toxicity of higher doses of radiation for the intestines hinder long-term studies7. Our model shows 
that infiltrating macrophages do not appear in the mucosal tissue until several weeks after the initial injury. 
However, once they have invaded the tissue, the macrophages persist for a long time, possibly rendering the 
condition chronic. Contrary to expectations and despite widespread crypt loss, we did not observe any changes 
in the production or survival of newly produced crypt cells, which might signal a late repair response. Instead, 
the regenerative activities of the mucosa were reflected in increased rates of crypt fission, a phenomenon that was 
both time- and fraction-dependent and lasted for many weeks after the initial insult. The occurrence of crypt 
degeneration and crypt fission in irradiated human rectal tissues was confirmed.

Following irradiation of the colon, an acute inflammatory response is triggered in the mucosa, involving the 
production of reactive oxygen species and the release of cytokine and chemokine signals from damaged cells in 
the epithelium, endothelium, and directly from the extracellular matrix. Mucosal infiltration of immunomodu-
lating cells after irradiation of the colon is also considered to be an early response10. We used the pan-macrophage 
marker Iba1 to identify macrophages in the mucosa. While this marker may also be expressed in a small subset 
of dendritic cells, it is widely expressed in colonic macrophages, which means that the majority of our Iba1+ 
cells are expected to be macrophages11,12. We found an increase in the number of macrophages in the mucosa 
first at 6 weeks post-irradiation, which was delayed relative to the peak of crypt loss at 1 week post-irradiation. 
This suggests that the macrophages are involved in regenerative processes, fibrotic mechanisms or other dam-
age control processes, e.g., the phagocytosis of antigens, rather than the acute inflammatory response. At the 
two latest time-points studied, all the irradiated animals had increased macrophage numbers in their mucosal 
tissues compared to the controls. We found aggregations of macrophages in areas where “gut leakiness” might 
be suspected, such as right under the epithelial border where the crypts had been lost, near degenerating crypts, 
and around blood vessels. Therefore, we propose that the irradiated mucosa is permeable to pathogens long after 

Figure 2.  (a) Percentage change (relative to sham-irradiated animals) in the number of Iba1+ mucosal 
macrophages at 24 hours, 1 week, 6 weeks, 18 weeks, and 30 weeks post-irradiation. An increase in 
infiltrating macrophages is not seen until 6 weeks after irradiation, with most of the animals exhibiting an 
increase in the number of mucosal macrophages. This remains unchanged over time, indicating a state of 
long-lasting, possibly chronic mucosal inflammation. (b–e) Iba1+-expressing macrophages visualised with 
DAB immunohistochemistry in the irradiated colorectal mucosa at various time-points after irradiation. 
Macrophages are still abundant in the mucosa 30 weeks after irradiation and tend to aggregate around the blood 
vessels, close to the degenerating crypts, and under the epithelial surface (arrows). Scale bars, 50 μm. (f) CD31+ 
blood vessels in irradiated animals, shown in terms of the percentage change relative to the sham-irradiated 
animals. The increase in blood vessels at 30 weeks after irradiation suggests late, compensatory angiogenesis. 
#The data for the 6-week group have been published previously9.
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the irradiation has ceased, and that the leakiness of the barrier attracts macrophages13. Although macrophages 
can promote intestinal barrier function and homeostasis, the presence of macrophages underneath the epithe-
lial layer can also increase the extent of leakiness14. Furthermore, macrophages internalise extracellular matrix 

Figure 3.  (a) Numbers of crypt fission events per 6 circumferences after different fractionation schedules. The 
occurrence of crypt fission is dose-dependent, as seen 6 weeks after irradiation. (b) Number of crypt fission 
events per six circumferences at 24 hours, and at 1 week, 6 weeks, 18 weeks, and 30 weeks after irradiation or 
sham-irradiation. A few of the irradiated animals show many crypt fission events 1 week after irradiation, and 
at 6 weeks post-irradiation all the animals exhibit crypt fission; thereafter the number of fission events declines. 
At 30 weeks post-irradiation, there is no difference in the number of crypt fissions between the irradiated and 
sham-irradiated animals. (c) Irradiated mouse colorectal mucosa 6 weeks after 8 Gy × 4 of irradiation. The dark 
nuclei are cells that are labelled with BrdU, showing newly born cells migrating to form two new crypt walls at 
the crypt mid-line (arrow). (d) Crypt fission in a non-irradiated human rectal biopsy (arrow), showing multiple 
darkly stained Ki-67+ proliferating cells at the bottom of the dividing crypt. (e) Crypt fission in a human rectal 
biopsy (arrow) harvested 11 weeks after 1.8 Gy × 25. A few Ki-67+ proliferating cells are seen at the bottom of 
one of the two resulting crypts.
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components at a high rate, thereby contributing to tissue degradation and remodelling, and even tumour inva-
sion15. The reasons for the long-lasting persistence of the macrophages in the irradiated mucosa, and the effects 
thereof, remain to be defined. Importantly, the demonstration of similar long-term persistence of macrophages 
in human irradiated mucosa would lend support to the notion that pelvic radiotherapy, after the acute phase, 
induces a mild but chronic inflammatory activity in the irradiated volumes of the gut mucosa. While this type of 
sub-clinical inflammatory activity might go unnoticed in the clinical setting, it could nevertheless promote and 
maintain intestinal disease in pelvic cancer survivors.

Potten and co-workers measured crypt cell apoptosis and found it that it peaked at around 4 hours 
post-irradiation4. In contrast, crypt degeneration appears to be a much slower process. We observed few degenerating 
crypts 24 hours after the last fraction of irradiation, which corresponded to 60 hours after delivery of the first fraction. 
One week after the last fraction was delivered, there was a sharp increase in the number of degenerating crypts. The 
loss of crypts appeared to be permanent, since the crypt density in the irradiated mucosa never recovered.

Regeneration of the mucosa can progress through two linked albeit separate mechanisms: crypt cell prolifer-
ation and crypt fission. Crypt fission proceeds through the division of a crypt along its vertical axis, beginning at 
the base of the crypt, and results in two daughter crypts16. Besides being a key player in natural growth, crypt fis-
sion is believed to be a response to crypt loss17. We observed, as a profound response to irradiation, a several-fold 
increase in the rate of crypt fission. Events of crypt fission were also seen in the colorectal biopsy from a patient 
eleven weeks after completed radiotherapy. Although natural crypt fission was noted in a few of our younger 
sham-irradiated control animals, the phenomenon was rarely seen in the 7- and 10-months-old animals (18 and 
30 weeks after sham-irradiation). In contrast, irradiation triggered crypt fission in dose- and fraction-dependent 
manners. Park and colleagues showed that crypt fission in the colon can occur without a significant increase in 
cell proliferation18, and they suggested that crypt fission in the colon can be prompted by other factor(s). It is pos-
sible that the process of degeneration signals nearby crypts to undergo fission. However, we were unable to detect 
a direct correlation between the levels of crypt degeneration and crypt fission (data not shown).

Historically, studies of radiation-induced injury of the gut have focussed on crypt cell proliferation, 
rather than crypt fission. There are reports of a lasting loss of crypt cell proliferation, as well as compensatory 
increases in cell proliferation rates after irradiation19,20. Many agents have been reported that either stimulate 

Figure 4.  (a) No statistically significant change in the numbers of Ki-67-labelled cells is observed after 
irradiation at any of the time-points chosen. (b–e) Numbers of Ki-67+ cells at 24 hours (b,c) and 18 weeks 
(d,e) post-irradiation, showing similar numbers of proliferating cells in the surviving crypts of irradiated 
animals, as compared to sham-irradiated animals. (f) Percentage change (relative to sham-irradiated animals) 
in the number of surviving cells per crypt, as evidenced by BrdU-labelling. The rate of cell survival remains 
unchanged at 24 hours after irradiation and thereafter. (g–j) BrdU+ crypt cells in irradiated and sham-irradiated 
mucosal samples after 1 week and 30 weeks. Scale bars, 50 μm. #Data for the 6-week group have been previously 
published9.
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or inhibit the regenerative response after irradiation via alterations of cell proliferation in the crypt stem cell 
niche21–23. We found no significant differences in cell proliferation or cell survival between the irradiated ani-
mals and sham-irradiated controls at any of the chosen time-points, apart from the acute cell death at 4.5 hours 
post-irradiation that we previously reported9. The discrepancies between our findings and those of other studies 
concerning cell proliferation may be due to the use of different exclusion or inclusion criteria when quantifying 
the parameter. We employed strict inclusion criteria and only counted those crypts that were open towards the 
lumen and cut along their perpendicular axis, and we did not include crypts that were undergoing degeneration. 
We believe that Ki-67+ cells are lost within hours after irradiation, however if the crypt is not entirely sterilised 
in the subsequent fractions surviving crypts “mask” the injury to the stem cell niche by maintaining normal 
proliferation rates until the entire stem cell pool is depleted. When that happens, the crypt degenerates. Another 
possible explanation for the discrepancies between our findings and those of others concerning cell proliferation 
rates is that the small radiation field produced by the linear accelerators minimises the risk of off-target effects, 
which could indirectly influence cell proliferation. Lastly, there are differences in growth mechanisms between the 
colon and the small intestine, such that in a healthy state the colon depends mainly on crypt fission for growth, 
whereas the small intestine depends primarily on crypt cell proliferation24. Thus, it is possible that the regenera-
tive response in the far less studied colon differs from the regenerative response in the small intestine.

There are diverging opinions as to whether the acute, primary lesion caused by radiation to the mucosa 
involves injury to the highly proliferative crypt stem cells or injury to the endothelium7,17. Similar to the tra-
jectory of crypt degeneration, the numbers of CD31+ vessels in the mucosa and submucosa were unchanged at 
24 hours post-irradiation, whereas there was a moderate reduction in the numbers of CD31+ blood vessels at 1 
week post-irradiation. The loss of CD31+ blood vessels was transient, with the numbers increasing by nearly 50%, 
as compared to the sham-irradiated controls, at 30 weeks post-irradiation. The larger arterioles that we quantified 
supply the crypts with blood via the peri-cryptal microvasculature25. If the peri-cryptal microvasculature is dam-
aged beyond repair, there may be an underlying chronic hypoxia, which could accelerate stem cell depletion and 
crypt loss and trigger compensatory angiogenesis.

Based on the findings presented here, we suggest that irradiation of the colorectum causes an inflammation 
that is not resolved by the time that the lost crypts have been replaced by fibrotic tissue. If this can be confirmed 
in pelvic cancer survivors who have persistent bowel dysfunction, a successful approach to restoring bowel health 
in these patients could take into account the ongoing intestinal inflammation. Furthermore, we suggest that 
long-term repair processes in the colorectum after irradiation are manifested through the largely overlooked 
phenomenon of crypt fission, rather than stem cell or progenitor cell proliferation. Since crypt fission events 
were found at all of the time-points studied after the initial insult, we believe that the window of opportunity for 
mucosal healing after radiotherapy is much wider than is commonly assumed. Successful repair via crypt fission 
may predict both the long-term prognosis of bowel health after pelvic radiotherapy and the outcomes of protec-
tive interventions. Thus, studies that give us a deeper understanding of how crypt fission is regulated and why it 
fails to restore completely the damaged mucosa are warranted.

Methods
All methods were carried out in accordance with relevant guidelines and regulations.

Human biopsies.  Biopsies from a total of 32 patients who had received either 25 Gy in 5 fractions (5 Gy × 5, 
N = 19) as preoperative irradiation for rectal cancer followed by surgery 3 to 5 days after completion of the radio-
therapy, or 45–50 Gy in 25 fractions (1.8–2 Gy × 25, N = 13) with concomitant capecitabine followed by surgery 
6 to 11 weeks after completion of radiotherapy, were inspected for the occurrence of crypt degeneration and/
or crypt fission. The biopsies were collected at time of surgery from macroscopically normal-appearing mucosa 
located approximately 10 cm from the tumour. Biopsies from 13 rectal cancer patients who had not received 
irradiation were also inspected. The biopsies were fixed in paraformaldehyde and embedded in paraffin prior to 
sectioning. The local Ethics Committee of the University of Gothenburg approved the study (EPN 118–15) and 
informed consent was obtained from the patients.

Animals.  The 7–8-week-old male C57BL/6J mice were purchased from Charles River Laboratories GmbH 
(Sulzfeld, Germany) and maintained at a constant temperature (20 °C) with 42% relative humidity and a 12-hour 
day/light cycle. The mice had free access to food and water. All the experimental animal procedures were 
approved by the Gothenburg Committee of the Swedish Animal Welfare Agency (Application number 22–2015).

Irradiation procedure.  The method has been described in detail elsewhere9. In brief, at 9 to 10 weeks of 
age, the mice were anaesthetised and irradiated using a linear accelerator (Varian TrueBeam, Varian Medical 
Systems Inc., Charlottesville, VA, USA) with 6 MV nominal photon energy. The irradiation itself is pain-free but 
anaesthesia was used to immobilize the mice during the procedure. Mice were anaesthetised under the linear 
accelerator using a portable anaesthesia unit (Univentor 410 Anaesthesia Unit, Univentor Limited, Malta) with 
an air pump and a nose mask delivering a continuous air flow (300 mL/min) of 2.5–3% isoflurane. A silicone mold 
ensured identical positioning of the mice and the radiation field was oriented so that approximately 1.5 cm of the 
distal bowel was irradiated. Care was taken to exclude the spinal cord and testicles from the radiation field. Four 
fractions of 8 Gy per fraction (8 Gy × 4) were delivered at a dose-rate of 5.9 Gy/min. The fractions were spaced 
at 12 hours. The dose variation within the target volume was estimated to be ± 5%. Sham-irradiated mice were 
placed under the linear accelerator but received only anaesthesia.

Experimental design.  An overview of the experimental design is shown in Fig. 1a. For each time point, four 
cages with five mice in each were randomly allocated to either irradiation or sham-irradiation (N = 10 per treat-
ment, except for the 6-week time point that had a larger control group). Sacrifice after the last fraction occurred 
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at 24 hours (acute), 1 week (early), 6 weeks (early intermediate), 18 weeks (late intermediate) or 30 weeks (late). 
Four days before sacrifice, all the mice, except those belonging to the acute (24-hour) group, were given a single 
injection of BrdU (100 mg/kg; Sigma-Aldrich), to determine the rate of survival of proliferating cells. Tissue that 
was broken or fragmented during harvesting and tissue processing or poorly stained during histochemistry were 
excluded, and the final number of animals analysed after tissue processing are presented in Table 1 (under column 
“N”).

Tissue collection.  Each mouse was deeply anaesthetised with isoflurane (Isoba® vet; Schering-Plough 
Animal Health, Harefield, Uxbridge, Middlesex, England), the abdomen was opened, and the colon was flushed 
with paraformaldehyde (Histofix; Histolab Products AB, Askim, Sweden). Thin, soft silicone tubing (OD, 
1.19 mm and ID, 0.64 mm; AgnThos AB, Lidingo, Sweden) was carefully inserted rectally to preserve the tissue 
shape during fixation. Then, an approximately 1 cm piece of colorectal tissue (from the anus and proximally) 
with silicone tubing was excised and fixed in Histofix for 24 hours at +4 °C. The samples were transferred to 70% 
ethanol overnight and the silicone tubing was carefully removed before dehydration and paraffin embedding.

Serial sectioning.  Sections (4-μm-thin) were cut on a microtome (Leica RM2235; Leica Biosystems) and 
mounted on slides in a 1:6 series. Thus, each section on a slide was separated from the previous section by at 
least 20 μm, preventing analysis of the same crypt twice in adjacent sections. The human biopsies were cut on a 
micotome in 6-μm-thin sections.

Immunohistochemistry.  After dewaxing in xylene and rehydration in an alcohol series, the sections were 
boiled in citrate buffer (pH 6) in a pressure cooker for 3 minutes for antigen retrieval, followed by incubation 
in 0.6% H2O2 to inactivate endogenous peroxidase activity. For BrdU detection, the tissue was additionally 
pre-treated with 2 N HCl followed by borate buffer (pH 8.5). Sections were then incubated with primary anti-
bodies in blocking buffer (TBS containing 0.1% Triton X-100 and 3% donkey serum) either overnight at +4 °C or 
for 1 hour at room temperature. The antibodies used were as follows: anti-mouse BrdU (1:500 dilution; DAKO); 
anti-rabbit Ki-67 (1:150; Merck Millipore); goat anti-CD31 (1:150; R&D Systems, Minneapolis, MN, USA), and 
anti-rabbit Iba1 (1:2000; Wako Industries). This was followed by the addition of the appropriate biotinylated 
secondary antibody (1:250; Vector Laboratories, Burlingame, CA, USA). After incubation with avidin-biotin 
solution (Vectastain ABC Elite kit; Vector Laboratories), the antigen was visualised by developing in DAB (Saveen 

Fig

24 hours 1 week

Sham-irradiation 8 Gy × 4 Sham-irradiation 8 Gy × 4

Mean +SEM N Mean ±SEM N Mean  ± SEM N Mean ±SEM N

Crypts/circumference 1d 135,0 12,3 7 131,0 12,8 8 104,4 5,2 8 80,9 9,9 9

Degenerating crypts 1c 0,0 0,0 7 0,9 0,6 8 0,0 0,0 8 25,1 6,8 9

Crypt fisson 3b 0,9 0,6 7 1,6 0,7 8 0,4 0,3 7 6,4 2,7 8

Ki-67+ cells per crypt 4a 5,1 0,4 6 4,8 0,6 5 5,3 0,3 5 5,0 0,6 5

BrdU+ cells per crypt 4f N/A N/A N/A N/A N/A N/A 2,7 0,3 8 3,1 0,3 7

CD31+blood vessels/circumference 2f 44,9 2,6 6 46,1 3,4 8 54,3 2,8 7 47,2 1,5 8

Iba1+ cells/mm2 2a 1587,0 46,4 6 1717,0 114,0 7 1255,0 49,0 7 1428,0 94,1 7

Fig

6 weeks 18 weeks

Sham-irradiation 8 Gy × 4 Sham-irradiation 8 Gy × 4

Mean ±SEM N Mean ±SEM N Mean ±SEM N Mean ±SEM N

Crypts/circumference 1d 105,9 3,2 22 78.5 6,5 8 111,8 5,0 11 87,4 5,6 10

Degenerating crypts 1c 0,0 0,0 22 11,3 2,1 8 0,0 0,0 10 6,4 1,8 10

Crypt fisson 3b 0,0 0,0 6 3,1 0,9 8 0,0 0,0 10 0,7 0,4 11

Ki-67+ cells per crypt 4a 9,1 0,4 22 9,6 0,7 8 5,8 0,5 9 6,3 0,4 7

BrdU+ cells per crypt 4 f 2,7 0,1 22 3,2 0,2 7 2,2 0,1 10 2,1 0,3 8

CD31+blood vessels/circumference 2 f 38,0 2,7 19 38,1 3,9 8 22,2 1,1 10 20,9 1,4 10

Iba1+ cells/mm2 2a 1124,9 77,3 24 1659,3 138,3 7 1367,0 108,5 10 1858,0 76,4 8

Fig

30 weeks

Sham-irradiation 8 Gy × 4

Mean ±SEM N Mean ±SEM N

Crypts/circumference 1d 121,8 5,3 7 91,0 3,4 5

Degenerating crypts 1c 0,0 0,0 8 4,3 1,1 6

Crypt fisson 3b 0,1 0,1 8 0,2 0,2 6

Ki-67+ cells per crypt 4a 4,2 0,5 7 5,0 0,2 5

BrdU+ cells per crypt 4f 3,4 0,4 7 3,8 0,2 5

CD31+blood vessels/circumference 2f 32,6 1,6 7 48,3 3,5 6

Iba1+ cells/mm2 2a 1255,0 91,9 8 1720,0 79,6 6

Table 1.  Descriptive statistics.
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Werner AB, Malmö, Sweden). The sections were then dehydrated in an alcohol series, cleared in xylene, and 
cover-slipped in Xtra-kitt mounting medium (Medite GmbH, Burgdorf, Germany). The human biopsy samples 
were treated in a similar way.

Histochemistry.  For visualising the mucosal crypts, either Alcian Blue combined with Nuclear Fast Red or 
Verhoeff ’s Elastic stain was used. For Alcian blue staining, the sections were dewaxed, rehydrated, treated with 
acetic acid for 3 minutes, and then stained in 1% Alcian Blue 8GX with 3% acetic acid (Histolab AB) for approx-
imately 30 seconds, and rinsed in tap-water. The sections were then stained with Nuclear Fast Red (Histolab AB) 
for 5 minutes, rinsed once more in tap-water, dehydrated through an alcohol series, and cover-slipped in Xtra-kitt 
mounting medium. Staining with Verhoeff ’s Elastic stain was performed by immersing the sections in Verhoeff ’s 
solution, rinsing in tap-water and thereafter in distilled water, and differentiating in 2% ferric chloride solution. 
This was followed by the addition of a 5% sodium thiosulfate solution, further rinses in tap-water and distilled 
water, followed by counterstaining with Van Gieson’s stain, dehydration in an alcohol series, and clearing in 
xylene before mounting and cover-slipping with Pertex (Histolab AB).

Crypt numbers.  The number of crypts was quantified using a Leica DM6000B microscope (Leica 
Microsystems AB, Wetzlar, Germany) equipped with a semi-automated stereology system (Stereo Investigator 6; 
MBF Bioscience Inc., Williston, VT, USA). All the crypts in three whole colorectal circumferences located 48 μm 
apart were counted per subject, and the average number of crypts per subject was calculated.

Assessment of crypt fission.  Sections that were stained with Alcian Blue/Neutral Fast Red or Verhoeff ’s 
Elastic stain were used for the assessment of crypt fission. For each animal, a total of six sections spaced 24 μm 
apart was analysed at 40 × magnification. Crypt fission was defined as a crypt with a single opening to the lumen, 
dividing from the crypt bottom and up along its vertical axis to form two crypts.

Quantification of proliferating cells.  To quantify the number of proliferating cells in the crypts, we only 
included those crypts that were cut at a perpendicular angle, such that the maximum length of the crypt axis 
becomes visible with a clear opening towards the lumen. The average number of darkly stained Ki-67-positive 
cells per crypt was quantified from a total of 24 crypts from two sections located 72 µm apart.

Quantification of crypt cell survival.  To determine the effect of irradiation on the survival of newly pro-
duced crypt cells, mice were given a single intra-peritoneal injection of BrdU (100 mg/kg; Sigma-Aldrich, St. 
Louis, MO, USA) 4 days before sacrifice. BrdU is incorporated into the DNA strands of cells that are dividing 
at the time of injection, such that the progeny can be tracked over time. For quantifying BrdU-positive cells, the 
strategy described above for analysing Ki-67-positive cells was used. The average number of BrdU-positive cells 
per crypt, derived from a total of 24 crypts from two sections spaced 72 μm apart, was calculated.

Assessment of CD31+ blood vessels.  An antibody directed against the CD31 antigen was used to label 
the blood vessels in the colonic mucosa and the submucosal layer. All the vessels in the mucosa and submucosal 
layers of the colon from two sections located approximately 72 μm apart were counted.

Quantification of macrophages.  The mucosa was analysed for the presence of the pan-macrophage 
marker ionised calcium-binding adapter molecule 1 (Iba1) in two colorectal sections located 72 μm apart. Using 
a Leica DM6000B microscope equipped with a semi-automated stereology system, a virtual frame was placed at 
0°, 90°, 180° and 270° in relation to the colorectal circumference. The contour of the mucosa between the crypts 
was traced within each frame, providing a measure of the mucosal surface area. All the Iba1+ cells within each 
traced area (a total of eight areas per animal) were then counted. The number of macrophages per mm2 was then 
calculated by dividing the total number of macrophages counted in both sections by the total area analysed.

Statistical analysis.  For comparing two groups, we used a two-tailed unpaired Student’s t-test. All the results 
are presented as means (±S.E.M). The results were considered to be statistically significant at a P-value ≤ 0.05. 
For the Ki-67 and BrdU experiments, differences in baseline values required normalisation of some groups for 
visualisation purposes. The data that were normalised towards the control baseline value were the BrdU data for 
the 6-week group and the Ki-67 data for the 18-week group. Descriptive statistics are presented in Table 1.

Data Availability
The datasets generated during and/or analysed during the current study are available from the corresponding 
author on reasonable request.

References
	 1.	 Andreyev, H. J., Wotherspoon, A., Denham, J. W. & Hauer-Jensen, M. Defining pelvic-radiation disease for the survivorship era. 

Lancet Oncol 11, 310–312, https://doi.org/10.1016/S1470-2045(10)70026-7 (2010).
	 2.	 Dunberger, G. et al. Fecal incontinence affecting quality of life and social functioning among long-term gynecological cancer 

survivors. Int J Gynecol Cancer 20, 449–460, https://doi.org/10.1111/IGC.0b013e3181d373bf (2010).
	 3.	 Steineck, G. et al. Identifying radiation-induced survivorship syndromes affecting bowel health in a cohort of gynecological cancer 

survivors. PLoS One 12, e0171461, https://doi.org/10.1371/journal.pone.0171461 (2017).
	 4.	 Potten, C. S. & Grant, H. K. The relationship between ionizing radiation-induced apoptosis and stem cells in the small and large 

intestine. Br J Cancer 78, 993–1003 (1998).
	 5.	 Mihaescu, A. et al. Critical role of P-selectin and lymphocyte function antigen-1 in radiation-induced leukocyte-endothelial cell 

interactions in the colon. Dis Colon Rectum 50, 2194–2202, https://doi.org/10.1007/s10350-007-9065-7 (2007).

https://doi.org/10.1038/s41598-019-50023-4
https://doi.org/10.1016/S1470-2045(10)70026-7
https://doi.org/10.1111/IGC.0b013e3181d373bf
https://doi.org/10.1371/journal.pone.0171461
https://doi.org/10.1007/s10350-007-9065-7


1 0Scientific Reports |         (2019) 9:13803  | https://doi.org/10.1038/s41598-019-50023-4

www.nature.com/scientificreportswww.nature.com/scientificreports/

	 6.	 Morris, K. A. & Haboubi, N. Y. Pelvic radiation therapy: Between delight and disaster. World J Gastrointest Surg 7, 279–288, https://
doi.org/10.4240/wjgs.v7.i11.279 (2015).

	 7.	 Paris, F. et al. Endothelial apoptosis as the primary lesion initiating intestinal radiation damage in mice. Science 293, 293–297, 
https://doi.org/10.1126/science.1060191 (2001).

	 8.	 Andreo, P. B. D. T. et al. Absorbed dose determination in external beam radiotherapy: an International Code of Practice for 
dosimetry based on standards of absorbed dose to water. IAEA Technical Reports Series no. 398, 1–183 (2000).

	 9.	 Bull, C. M. et al. A novel mouse model of radiation-induced cancer survivorship diseases of the gut. Am J Physiol Gastrointest Liver 
Physiol, ajpgi 00113, 02017, https://doi.org/10.1152/ajpgi.00113.2017 (2017).

	10.	 Bentzen, S. M. Preventing or reducing late side effects of radiation therapy: radiobiology meets molecular pathology. Nat Rev Cancer 
6, 702–713, https://doi.org/10.1038/nrc1950 (2006).

	11.	 Chen, Z. W. et al. Identification, isolation, and characterization of daintain (allograft inflammatory factor 1), a macrophage 
polypeptide with effects on insulin secretion and abundantly present in the pancreas of prediabetic BB rats. Proc Natl Acad Sci USA 
94, 13879–13884 (1997).

	12.	 Kohler, C. Allograft inflammatory factor-1/Ionized calcium-binding adapter molecule 1 is specifically expressed by most 
subpopulations of macrophages and spermatids in testis. Cell Tissue Res 330, 291–302, https://doi.org/10.1007/s00441-007-0474-7 
(2007).

	13.	 Hume, D. A., Perry, V. H. & Gordon, S. The mononuclear phagocyte system of the mouse defined by immunohistochemical 
localisation of antigen F4/80: macrophages associated with epithelia. Anat Rec 210, 503–512, https://doi.org/10.1002/ar.1092100311 
(1984).

	14.	 Moyes, S. M. et al. Changes produced by external radiation in parameters influencing intestinal permeability and microparticle 
uptake in vitro. Int J Radiat Biol 84, 467–486, https://doi.org/10.1080/09553000802078388 (2008).

	15.	 Madsen, D. H. & Bugge, T. H. Imaging collagen degradation in vivo highlights a key role for M2-polarized macrophages in 
extracellular matrix degradation. Oncoimmunology 2, e27127, https://doi.org/10.4161/onci.27127 (2013).

	16.	 Totafurno, J., Bjerknes, M. & Cheng, H. The crypt cycle. Crypt and villus production in the adult intestinal epithelium. Biophys J 52, 
279–294, https://doi.org/10.1016/S0006-3495(87)83215-0 (1987).

	17.	 Booth, C. & Potten, C. S. Gut instincts: thoughts on intestinal epithelial stem cells. J Clin Invest 105, 1493–1499, https://doi.
org/10.1172/JCI10229 (2000).

	18.	 Park, H. S. et al. Effects of epidermal growth factor and dimethylhydrazine on crypt size, cell proliferation, and crypt fission in the 
rat colon. Cell proliferation and crypt fission are controlled independently. Am J Pathol 151, 843–852 (1997).

	19.	 Bhanja, P., Norris, A., Gupta-Saraf, P., Hoover, A. & Saha, S. BCN057 induces intestinal stem cell repair and mitigates radiation-
induced intestinal injury. Stem Cell Res Ther 9, 26, https://doi.org/10.1186/s13287-017-0763-3 (2018).

	20.	 Lesher, S. Compensatory reactions in intestinal crypt cells after 300 Roentgens of cobalt-60 gamma irradiation. Radiat Res 32, 
510–519 (1967).

	21.	 Riehl, T. E., Ee, X. & Stenson, W. F. Hyaluronic acid regulates normal intestinal and colonic growth in mice. Am J Physiol Gastrointest 
Liver Physiol 303, G377–388, https://doi.org/10.1152/ajpgi.00034.2012 (2012).

	22.	 Ottewell, P. D. et al. Progastrin stimulates murine colonic epithelial mitosis after DNA damage. Gastroenterology 124, 1348–1357 
(2003).

	23.	 Holmberg, J. et al. EphB receptors coordinate migration and proliferation in the intestinal stem cell niche. Cell 125, 1151–1163, 
https://doi.org/10.1016/j.cell.2006.04.030 (2006).

	24.	 Mandir, N., FitzGerald, A. J. & Goodlad, R. A. Differences in the effects of age on intestinal proliferation, crypt fission and apoptosis 
on the small intestine and the colon of the rat. Int J Exp Pathol 86, 125–130, https://doi.org/10.1111/j.0959-9673.2005.00422.x 
(2005).

	25.	 Wali, R. K. et al. Increased microvascular blood content is an early event in colon carcinogenesis. Gut 54, 654–660, https://doi.
org/10.1136/gut.2004.056010 (2005).

	26.	 Steineck, G. et al. Radiation physiology - evidence for a higher biological effect of 24 Gy in four fractions as compared to three. Acta 
Oncol, 1–3, https://doi.org/10.1080/0284186X.2017.1309062 (2017).

Acknowledgements
This work was supported by The King Gustav V Jubilee Clinic Cancer Foundation, Gothenburg, Sweden, The 
Swedish Cancer Society, Stockholm, Sweden, Sahlgrenska Academy International Starting Grant, Gothenburg, 
Sweden, and The Swedish State under the ALF agreement, Sweden.

Author Contributions
D.K.M., P.P., S.D., F.S., M.K., R.G., A.S., J.S., G.K., C.B. and G.S. participated in the design of the study and the 
interpretation of the results. D.K.M., P.P., S.D., F.S., L.P., R.G. and C.B. contributed to the retrieval and collection 
of mouse tissue samples. E.A. and E.B.L. contributed the human tissue samples. D.K.M., P.P., S.D., L.P., R.G., 
U.W. and C.B. collected and analysed the data. D.K.M., C.B. and G.S. wrote the manuscript. All authors critically 
reviewed and commented the manuscript.

Additional Information
Competing Interests: The authors declare no competing interests.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019

https://doi.org/10.1038/s41598-019-50023-4
https://doi.org/10.4240/wjgs.v7.i11.279
https://doi.org/10.4240/wjgs.v7.i11.279
https://doi.org/10.1126/science.1060191
https://doi.org/10.1152/ajpgi.00113.2017
https://doi.org/10.1038/nrc1950
https://doi.org/10.1007/s00441-007-0474-7
https://doi.org/10.1002/ar.1092100311
https://doi.org/10.1080/09553000802078388
https://doi.org/10.4161/onci.27127
https://doi.org/10.1016/S0006-3495(87)83215-0
https://doi.org/10.1172/JCI10229
https://doi.org/10.1172/JCI10229
https://doi.org/10.1186/s13287-017-0763-3
https://doi.org/10.1152/ajpgi.00034.2012
https://doi.org/10.1016/j.cell.2006.04.030
https://doi.org/10.1111/j.0959-9673.2005.00422.x
https://doi.org/10.1136/gut.2004.056010
https://doi.org/10.1136/gut.2004.056010
https://doi.org/10.1080/0284186X.2017.1309062
http://creativecommons.org/licenses/by/4.0/

	Long-term mucosal injury and repair in a murine model of pelvic radiotherapy

	Results

	Animal health status. 
	Crypt degeneration. 
	Crypt loss. 
	Inflammatory activity. 
	Angiogenesis. 
	Crypt fission. 
	Rates of cell proliferation and cell survival in individual crypts after irradiation. 

	Discussion

	Methods

	Human biopsies. 
	Animals. 
	Irradiation procedure. 
	Experimental design. 
	Tissue collection. 
	Serial sectioning. 
	Immunohistochemistry. 
	Histochemistry. 
	Crypt numbers. 
	Assessment of crypt fission. 
	Quantification of proliferating cells. 
	Quantification of crypt cell survival. 
	Assessment of CD31+ blood vessels. 
	Quantification of macrophages. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 (a) Experimental design.
	Figure 2 (a) Percentage change (relative to sham-irradiated animals) in the number of Iba1+ mucosal macrophages at 24 hours, 1 week, 6 weeks, 18 weeks, and 30 weeks post-irradiation.
	Figure 3 (a) Numbers of crypt fission events per 6 circumferences after different fractionation schedules.
	Figure 4 (a) No statistically significant change in the numbers of Ki-67-labelled cells is observed after irradiation at any of the time-points chosen.
	﻿Table 1 Descriptive statistics.




