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and 72  h. Finally, (−)-naloxone caused increased tumour 
growth compared to control at 72 h (p < 0.05) and signifi-
cantly reduced the efficacy of irinotecan (p = 0.001).
Conclusions  (−)-Naloxone in our preclinical model 
was unable to block irinotecan-induced gut toxicity and 
decreased the efficacy of irinotecan. As (−)-naloxone-
oxycodone combination is used for cancer pain, this may 
present a potential safety concern for patients receiving 
(−)-naloxone-oxycodone and irinotecan concurrently and 
requires further investigation.
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Introduction

Chemotherapy-induced gut toxicity (CIGT) occurs in 
>50% of cancer patients, necessitating treatment reduc-
tions and/or treatment breaks [1]. Unfortunately, these 
patients have twice the infection risk leading to a 4-fold 
higher chance of death and 3-fold longer hospital stays, 
compromising survival and creating a burden on patients’ 
quality of life [2]. Economically, CIGT also adds substan-
tial healthcare costs with US data estimating a combined 
cost of $15,500 for each hospitalisation due to severe CIGT 
[3]. Patients with CIGT typically experience severe conse-
quences including, but not limited to, oral mucositis [4], 
increased infection rates [5], and diarrhoea [6]. Currently, 
CIGT cannot be accurately predicted and is without an 
effective intervention.

TLR4 signalling is vital for the maintenance of epithe-
lial homoeostasis within the gut [7]. Homoeostasis of the 
gut is carefully balanced by interactions between the resi-
dent microflora, epithelial barrier function, and the mucosal 
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toxicity. Our secondary aim was to determine the impact of 
(−)-naloxone on tumour growth.
Methods  Female Dark Agouti (DA) tumour-bearing rats 
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immune system [8]. Our previous research has clearly dem-
onstrated CIGT disrupts the delicate balance of these three 
factors leading to a substantial inflammatory response [9] 
and changes in both epithelial turnover [10] and microflora 
characteristics [11]. TLR4 expression changes in response 
to chemotherapy [12]. It is activated in response to both the 
tissue damage generated as a consequence of treatment, 
and the invading pathogens from epithelial barrier break-
down due to gut toxicity [12].

Irinotecan is a commonly used chemotherapy agent that 
inhibits the topoisomerase 1 enzyme leading to irrevers-
ible DNA damage [13]. Briefly, irinotecan is administered 
as a pro-drug and is subsequently hydrolysed to its active 
metabolite SN-38 that is then detoxified in the liver and 
converted to the inactive SN-38-glucuronide. However, 
due to enterohepatic recirculation SN-38-glucuronide is 
converted back to the active SN-38 by β-glucuronidase, an 
enzyme produced by some bacteria in the gut. Importantly, 
we have shown irinotecan increases bacteria that produce 
β-glucuronidase in the gut [11].

Previously, we have shown up-regulation of TLR4, 
IL-1β, and TNF gene expression in the colon of animals 
with severe CIGT that was not evident in animals with mild 
CIGT [14]. More recently, we have demonstrated TLR4 
knockout (KO) mice have significantly less weight loss 
(p = 0.0003) and diarrhoea (p = 0.0001) following irinote-
can than their wild-type counterparts [15]. Taken together, 
this provides strong evidence that TLR4 plays a key role in 
the initiation and subsequent development of CIGT.

(−)-Naloxone is an opioid antagonist used clinically to 
treat effects of opioid overdose and is a highly effective 
TLR4 inhibitor [16]. (−)-Naloxone can be dosed orally, 
with significant concentrations achieved at the level of the 
gut lumen, but minimal systemic exposure owing to exten-
sive and almost complete first-pass hepatic metabolism. 
(−)-Naloxone has a significant advantage over other TLR4 
antagonists as it can be rapidly translated to clinical use for 
CIGT. Therefore, we hypothesised that TLR4 activation is 
the key driver of CIGT that is targetable for clinical man-
agement. The aim of this study was to determine the impact 
of blocking TLR4, using (−)-naloxone, on CIGT severity 
following irinotecan. Our secondary aim was to determine 
the impact of (−)-naloxone on tumour growth.

Materials and methods

Animals and ethics

Female Dark Agouti (DA) rats, weighing between 130 and 
190 g, were used for this study. Rats were housed in Per-
spex cages at a temperature of 22 ± 1 °C and subject to a 
14 h light/10 h dark cycle. Animals had ad libitum access 

to autoclaved chow and water. Experimental design was 
approved by the Animal Ethics Committee of The Univer-
sity of Adelaide and complied with the National Health and 
Medical Research Council (Australia) Code of Practice for 
Animal Care in Research and Teaching (2014).

Experimental design

Twenty-four rats were randomly assigned to one of the fol-
lowing treatment groups: control, (−)-naloxone, irinotecan, 
or irinotecan + (−)-naloxone (n = 6 each group). All rats 
received breast cancer inoculum subcutaneously (s.c.) as 
described previously [17], and tumours were allowed to 
grow for one week prior to administration of irinotecan. 
Tumour-bearing animals were used in this study to define 
the effect of (−)-naloxone on both the tumour and the cyto-
toxicity of irinotecan.

(−)-Naloxone or vehicle (water) was administered via 
oral gavage at a dose of 100  mg/kg 2  h prior to irinote-
can or vehicle administration and every 24 h thereafter for 
72 h. All rats received 0.03 mg/kg s.c. atropine (to reduce 
the cholinergic reaction) immediately prior to administra-
tion of either 175  mg/kg intraperitoneal (i.p.) irinotecan 
(kindly supplied by Pfizer), or vehicle (sorbitol/lactic acid 
buffer: 45 mg/mL sorbitol/0.9 mg/mL lactic acid, pH 3.4, 
previously shown to have no gut toxicity effects [17]) at 
time 0 h. Rats were killed using 3% isoflurane in 100% O2 
anaesthesia and cervical dislocation 72  h post-irinotecan 
treatment.

Tumour analysis

Tumour growth was measured daily using digital calipers 
and assessed as a percentage of body weight.

Gut toxicity assessment

Gut toxicity was assessed through weight loss and the 
occurrence of diarrhoea. Animals were weighed daily at the 
same time, and total weight loss/gain recorded. Diarrhoea 
occurrence and severity was recorded 4× daily according 
to previous grading [17]: 0, no diarrhoea; 1, mild diarrhoea 
(staining of anus); 2, moderate diarrhoea (staining spread-
ing over top of legs); and 3, severe diarrhoea (staining 
over legs and abdomen, often with continual anal leakage). 
All gut toxicity assessments were conducted in a blinded 
fashion.

Statistics

All data for tumour growth, diarrhoea, and weight loss were 
compared to baseline. Comparisons of tumour growth, 
diarrhoea severity scores, and percentage weight loss over 
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72  h between treatment groups were performed using 
Kruskal–Wallis or one-way ANOVA tests as appropriate. 
GraphPad Prism version 5.01 (GraphPad Software Inc, La 
Jolla, USA) was used for all statistical analysis. All data are 
presented as either median (range) or mean ± SEM unless 
otherwise stated, and p < 0.05 was considered statistically 
significant.

Results

(−)‑Naloxone does not improve CIGT 
following irinotecan

Rats receiving irinotecan had a significant weight loss at 
72 h compared to controls (−4.8%, Fig. 1, p = 0.03). Rats 
that received (−)-naloxone and irinotecan lost significantly 
more weight compared to controls (p < 0.005) than irinote-
can only compared to controls (−6.9%, Fig. 1, p = 0.001). 
In addition, irinotecan caused severe diarrhoea at 48 and 
72 h that was not attenuated by (−)-naloxone.

(−)‑Naloxone increased breast tumour growth

(−)-Naloxone caused increased tumour growth compared to 
control at 72 h, with relative tumour sizes (% body weight) 
of 6.8 and 4.5, respectively (Fig. 2a, p < 0.05). In addition, 
(−)-naloxone significantly reduced the efficacy of irinote-
can, with a significant increase in relative tumour growth as 
% body weight (normalised to baseline), 239 versus 142% 
when irinotecan was given alone (Fig. 2b, p = 0.001).

Discussion

Our study has revealed for the first time that (−)-naloxone 
is not effective in reducing CIGT following irinotecan in 
our tumour-bearing rat model. In addition, and of potential 

clinical significance, is the observation that (−)-naloxone 
when given alone increased breast cancer tumour growth, 
and when given in combination with irinotecan, signifi-
cantly reduced irinotecan efficacy. The mechanism under-
lying this interaction is currently unknown; however, previ-
ous studies have implicated a role for TLR4 signalling in 
tumour growth. For example, TLR4 absence in a knock-
out mouse model was associated with increased tumour 
growth during treatment with oxaliplatin and doxorubicin 
[18]. Further, patients with a TLR4 genetic deficiency had 
an increased incidence of metastases 5 years after surgery 
for breast cancer [18]. Consequently, (−)-naloxone may be 

Fig. 1   Percentage (%) change 
in body weight from baseline 
over the 72 h study period 
in rats receiving control, 
(−)-naloxone, irinotecan, or 
(−)-naloxone and irinotecan. 
*p = 0.03 versus control and 
#p = 0.001 versus control

Fig. 2   a Tumour growth as percentage (%) body weight from base-
line over the 72 h period in rats receiving control and (−)-naloxone, 
*p  <  0.05; and b relative tumour growth as percentage (%) body 
weight (normalised to baseline) at 72  h in rats receiving irinotecan 
and (−)-naloxone and irinotecan, *p = 0.001
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exerting its effect through inhibition of TLR4 signalling. 
Our observations indicate a need for further studies investi-
gating the impact of (−)-naloxone on efficacy of irinotecan 
and other chemotherapeutics especially given the increas-
ing clinical use of (−)-naloxone, in combination with oxy-
codone, for cancer pain.

Funding  This study was supported by the Ray and Shirl Norman 
Cancer Trust. Hannah R Wardill and Ysabella Z A van Sebille are 
recipients of Australian Postgraduate Awards and Doctor Chun Chung 
Wong and Madam So Sau Lam are recipients of Memorial Postgradu-
ate Cancer Research Top Up Scholarships, and Romany Stansborough 
is a recipient of an Australian Postgraduate Award.

Compliance with ethical standards 

Conflict of interest  Professor Rachel Gibson is a current consultant/
advisory board member to Mundipharma (Singapore).

Ethical approval  All applicable international, national, and/or insti-
tutional guidelines for the care and use of animals were followed. All 
procedures performed in studies involving animals were in accordance 
with the ethical standards of the institution or practice at which the 
studies were conducted.

References

	 1.	 Lalla R, Bowen J, Barasch A, Elting L, Epstein J, Keefe D, 
McGuire D, Migliorati C, Nicolatou-Galitis O, Peterson D, 
Raber-Durlacher J, Sonis S, Elad S, Al-Dasooqi N, Brennan M, 
Gibson R, Fulton J, Hewson I, Jensen SB, Logan R, Ohrn KEO, 
Sarri T, Saunders D, von Bultzingslowen I, Yaron N (2014) 
MASCC/ISOO clinical practice guidelines for the management 
of mucositis secondary to cancer therapy. Cancer 120:1453–1461

	 2.	 Elting LS, Cooksley C (2003) The burdens of cancer therapy. 
Clinical and economic outcomes of chemotherapy-induced 
mucositis. Cancer 98:1531–1539

	 3.	 Carlotto A, Hogsett VL, Mairorini EM, Razulis JG, Sonis ST 
(2013) The economic burden of toxicities associated with can-
cer treatment: review of the literature and analysis of nausea and 
vomiting, diarrhoea, oral mucositis and fatigue. Pharmacoeco-
nomics 31:753–766

	 4.	 Gibson RJ, Keefe DMK (2006) Cancer chemotherapy-induced 
diarrhoea and constipation: mechanisms of damage and preven-
tion strategies. Support Care Cancer 14:890–900

	 5.	 Blijlevens NM, Donnelly JP, De Pauw BE (2000) Mucosal bar-
rier injury: biology, pathology, clinical counterparts and conse-
quences of intensive treatment for haematological malignancy: 
an overview. Bone Marrow Transplant 25:1269–1278

	 6.	 Stringer AM, Al-Dasooqi N, Bowen JM, Tan TH, Radazum M, 
Logan RM, Mayo B, Keefe DMK, Gibson RJ (2013) Potential 
biomarkers of chemotherapy-induced diarrhea: a clinical study 

of intestinal microbiome alterations; intestinal inflammation 
and circulating matrix metalloproteinases. Support Care Cancer 
21:1843–1852

	 7.	 Rakoff-Nahoum S, Paglino J, Eslami-Varzaneh F, Edberg S, 
Medzhitov R (2004) Recognition of commensal microflora by 
toll-like receptors is required for intestinal homeostasis. Cell 
118:229–241

	 8.	 Kelly D, Campbell JI, King TP, Grant G, Jansson EA, Coutts AG, 
Pettersson S, Conway S (2004) Commensal anaerobic gut bac-
teria attenuate inflammation by regulating nuclear-cytoplasmic 
shuttling of PPAR-gamma and RelA. Nat Immunol 5:104–112

	 9.	 Logan RM, Gibson RJ, Bowen JM, Stringer AM, Sonis ST, 
Keefe DM (2008) Characterisation of mucosal changes in the 
alimentary tract following administration of irinotecan: implica-
tions for the pathobiology of mucositis. Cancer Chemother Phar-
macol 62:33–41

	10.	 Gibson RJ, Keefe DM, Thompson FM, Clarke JM, Goland GJ, 
Cummins AG (2002) Effect of interleukin-11 on ameliorating 
intestinal damage after methotrexate treatment of breast cancer 
in rats. Dig Dis Sci 47:2751–2757

	11.	 Stringer AM, Gibson RJ, Bowen JM, Logan RM, Ashton K, 
Yeoh AS, Al-Dasooqi N, Keefe DM (2009) Irinotecan-induced 
mucositis manifesting as diarrhoea corresponds with an amended 
intestinal flora and mucin profile. Int J Exp Pathol 90:489–499

	12.	 Gibson RJ, Coller JK, Wardill HR, Hutchinson MR, Smid S, 
Bowen JM (2016) Chemotherapy-induced gut toxicity and pain: 
involvement of TLRs. Support Care Cancer 24:2251–2258

	13.	 Mathijssen RH, van Alphen RJ, Verwell J, Loos WJ, Nooter 
K, Stoter G, Sparreboom A (2001) Clinical pharmacokinet-
ics and metabolism of irinotecan (CPT-11). Clin Cancer Res 
7:2182–2194

	14.	 Fakiha K, Logan R, Coller JK, Stringer A, Bowen JM (2013) 
The association of TLR2, TLR4 and pro-inflammatory cytokines 
with irinotecan-induced gastrointestinal mucositis in an animal 
model. Support Care Cancer 21(Suppl 1):S170

	15.	 Wardill HR, Gibson RJ, Van Sebille YZ, Secombe KR, Coller 
JK, White IA, Manavis J, Hutchinson MR, Staikopoulos V, 
Logan RM, Bowen JM (2016) Irinotecan-induced gastroin-
testinal dysfunction and pain are mediated by common TLR4-
dependent mechanisms. Mol Cancer Ther 15:1376–1386

	16.	 Hutchinson MR, Zhang Y, Brown K, Coats BD, Shridhar M, 
Sholar PW, Patel SJ, Crysdale NY, Harrison JA, Maier SF, Rice 
KC, Watkins LR (2008) Non-stereoselective reversal of neuro-
pathic pain by naloxone and naltrexone: involvement of toll-like 
receptor 4 (TLR4). Eur J Neurosci 28:20–29

	17.	 Gibson RJ, Bowen JM, Inglis MR, Cummins AG, Keefe DM 
(2003) Irinotecan causes severe small intestinal damage, as well 
as colonic damage, in the rat with implanted breast cancer. J 
Gastroenterol Hepatol 18:1095–1100

	18.	 Apetoh L, Ghiringhelli F, Tesniere A, Obeid M, Ortiz C, Cri-
ollo A, Mignot G, Maiuri MC, Ullrich E, Saulnier P, Yang H, 
Amigorena S, Ryffel B, Barrat FJ, Saftig P, Levi F, Lidereau 
R, Nogues C, Mira JP, Chompret A, Joulin V, Clavel-Chapelon 
F, Bourhis J, André F, Delaloge S, Tursz T, Kroemer G, Zitvo-
gel L (2007) Toll-like receptor 4-dependent contribution of the 
immune system to anticancer chemotherapy and radiotherapy. 
Nat Med 13:1050–1059


	Potential safety concerns of TLR4 antagonism with irinotecan: a preclinical observational report
	Abstract 
	Purpose 
	Methods 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Animals and ethics
	Experimental design
	Tumour analysis
	Gut toxicity assessment
	Statistics

	Results
	(−)-Naloxone does not improve CIGT following irinotecan
	(−)-Naloxone increased breast tumour growth

	Discussion
	Funding 
	References




