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Abstract

Background: Hypoxia is a primary cause of mountain sickness and a common pathological condition in patients
with heart failure, shock, stroke, and chronic obstructive pulmonary disease (COPD). Thus far, little advancement in
countering hypoxic damage has been achieved, and one of the main reasons is the absence of an ideal algorithm
or calculation method to normalize hypoxia tolerance scores when evaluating an animal model. In this study, we
improved a traditional calculation formula for assessment of hypoxia tolerance.

Methods: We used a sealed bottle model in which the oxygen is gradually consumed by a mouse inside. To evaluate
the hypoxia tolerance of mice, the survival time (ST) of the mouse is recorded and was used to calculate standard hypoxia
tolerance time (STT) and adjusted standard hypoxia tolerance time (ASTT). Mice administered with methazolamide and
saline were used as positive and negative controls, respectively.

Results: Since mice were grouped according to either body weight (BW) or bottle volume, we found a strongly negative
correlation between STT and BW instead of between STT and bottle volume, suggesting that different BWs could cause
false positive or negative errors in the STT results. Furthermore, both false positive and negative errors could be rectified
when ASTT was used as the evaluation index. Screening for anti-hypoxic medicines by using mice as the experimental
subjects would provide more credible results with the improved ASTT method than with the STT method.

Conclusion: ASTT could be a better index than STT for the evaluation of hypoxia tolerance abilities as it could eliminate
the impact of animal BW.
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Background
Hypoxia is an incidental pathophysiological condition
caused by pathological changes including heart failure,
shock, carbon monoxide poisoning, chronic obstructive
pulmonary disease (COPD) and simple anoxia, such as a
high-altitude environment. In people who ascend to a
high-altitude location rapidly, hypoxia becomes the main
cause of acute mountain sickness (AMS) and can lead to
severe conditions such as high-altitude pulmonary
edema (HAPE) and high-altitude cerebral edema
(HACE) [1].

There is limited effective and appropriate methodology
for evaluating the hypoxia tolerance of human beings or
model animals and the anti-hypoxic effects of drugs or
agents [2]. A hypobaric chamber is the most effective
method to create a hypoxia model. However, this device
is expensive and can only be installed in a professional
hypoxia research institution. In 1992, Lu et al. [3]
reported a simple model to simulate a hypoxic environ-
ment: the sealed bottle experiment. This model lets an
animal consume a constant volume of air in a sealed
bottle and generate acute anoxia because of the decreas-
ing oxygen concentration. This model is widely used to
evaluate the hypoxia tolerance of subjects [4–6]. A for-
mula is used to normalize animal ST into standard hyp-
oxia tolerance time (STT). This model is widely used in
China to evaluate the hypoxic tolerance of animals.
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However, we found a problem in our earlier experi-
ments: the value of STT is strongly influenced by animal
body weight (BW) and may lead to false positive or
negative results. Thus, we introduced a new variant of
the STT formula related to BW in the STT formula to
eliminate this influence.
In this study, we used saline to standardize the BW

of mice in the experiment group and used
non-processed mice as a control. The ST of the mice
that were sealed in the bottle was recorded, and two
indices were applied to evaluate their hypoxic toler-
ance. In addition, methazolamide, which is similar to
its analog, acetazolamide, and an effective medicine
for treating AMS, was used as a positive control [7].
We revised the former formula and calibrated new
parameters that consider the effect of BW. The re-
sults obtained using our new formula present a better
fitting curve than those BW obtained using the stand-
ard curve.

Methods
Animals
Male Kunming mice, provided by the Center of Experi-
mental Animals of the Army Medical University, were
made to fast with free access to drinking water 12 h be-
fore the experiment. The BW of the mice on the day of
the experiment were between 13.6 g and 25.4 g. All of
the animal protocols were approved by the Animal Care
and Use Committee of the Army Medical University
(AMU), and adequate measures were taken to minimize
animal pain and discomfort.

Measurement of bottle volumes
Bottles with nominal volume sizes of 150 ml and 250 ml
were filled with water until the air inside was removed.
The bottles were then tightly sealed with their lids and

removed from the water. The water inside the bottles
was quantified and recorded.

Hypoxia tolerance experiment
Hypoxia tolerance was evaluated as described previ-
ously [8]. Briefly, each mouse was put into a bottle
with a nominal volume size of 150 ml or 250 ml, and
5 g or 10 g of soda lime, respectively, was added to
absorb the carbon dioxide and water vapor produced
by breathing. Then, the lid was tightly sealed until
the mouse’s breathing movement stopped. Both
medium BW and low BW mice were administered
saline (0.1 ml/10 g BW) for one hour before they
were sealed in the bottles. Medium BW mice without
saline treatment were used as the control. The ST,
i.e., the time from when the mouse was sealed in the
bottle to its death, was recorded. STT and adjusted
standard hypoxia tolerance time (ASTT) were calcu-
lated according to formulas (1) and (2), respectively,
as follows.

STT ¼ ST= V‐BW=0:94ð Þ ð1Þ
ASTT ¼ ST� BW= V‐BW=0:94ð Þ ð2Þ

STT: Standard hypoxia tolerance time (min/ml),
ASTT: Adjusted standard hypoxia tolerance time
(min·g/min), ST: Survival time (min), V: Bottle volume
(ml), BW: Body weight of mice (g).

Statistical analysis
We used an independent t-test to compare the means of
two groups and one-way ANOVA with the Bonferroni
post hoc test to compare the means of three groups. We

Fig. 1 Analysis of the correlation and regression of the hypoxia tolerance indices with the BW of mice. a. Hypoxia tolerance was significantly correlated
with BW as expressed with STT; b. Hypoxic tolerance was not significantly correlated with BW as expressed with ASTT; open marks stand for data obtained
with 150 ml bottles, and closed marks stand for data obtained with 250 ml bottles
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also used Pearson’s correlation analysis and regression
analysis to test the correlations between hypoxia toler-
ance and BW or bottle volume.

Results
Impact of BW on hypoxic tolerance expressed with STT or
ASTT
A strongly negative correlation was found between STT
and the BW of mice (P = 0.000, regression equation: y =
− 0.0058× + 0.2418, R2 = 0.3341, Fig. 1a), suggesting that
BW differences can significantly impact the experimental
results of hypoxia tolerance expressed using STT. To
eliminate this impact, we used formula (2) and calcu-
lated ASTT as the evaluation index; in contrast to STT,
ASTT did not show a significant correlation with the
BW of mice (P = 0.198, regression equation: y =
0.02366× + 2.0039, R2 = 0.0238, Fig. 1b).
We then divided the mice into three groups according

to their BW, i.e., low BW group (BW ≤ 16 g), medium
BW group (16 g < BW ≤ 21 g) and high BW group
(BW ≥ 21 g), and placed them into 150 ml bottles.
Concordant with the BWs, which were significantly
different among groups (P = 0.000, Table 1), the STT
was significantly distinct among the groups described
above (P = 0.000) as well. Using the Bonferroni post hoc
test, we further found that the STT was significantly
higher in the low group than in either the medium or
high group (P = 0.000, P = 0.000, respectively) and was

higher in the medium group than in the high group.
These findings confirmed an obvious bias caused by BW
on the experiment results expressed with STT. However,
no significant difference in ASTT was found among the
3 groups (P = 0.392, Table 1), indicating that the effect of
BW had been eliminated in formula (2), and ASTT was
the more appropriate index for the evaluation of hypoxic
tolerance.

Impact of bottle volume on hypoxic tolerance expressed
with STT or ASTT
In contrast to BW, bottle volume was not significantly
correlated with either STT (P = 0.267, Fig. 2a) or ASTT
(P = 0.104, Fig. 2b), showing that bottle volume did not
affect either STT or ASTT. Furthermore, we compared
the mice treated in 150 ml and 250 ml bottles and did
not find significant differences in hypoxia tolerance
expressed with either STT (P = 0.314, Table 2) or ASTT
(P = 0.443, Table 2), suggesting that hypoxic tolerance
was not correlated with air volume and was most likely
associated with the characteristics of the mice.

Eliminate false positive results with formula (2)
As BW was found to have a significant impact on hyp-
oxia tolerance expressed with STT, we inferred that the
BW of animals in this experiment could lead to systemic
errors, i.e., if mice in the treatment group had lower
BWs than those in the control group, we could obtain a

Table 1 Impact of BW on the hypoxic tolerance indices of mice (x±s)

Group BW (g) Bottle volume (ml) ST (min) STT (min/ml) ASTT (min·g/ml)

Low BW (n = 15) 14.55 ± 0.68 158.1 ± 2.7 22.84 ± 3.09 0.1602 ± 0.0222 2.33 ± 0.343

Medium BW (n = 13) 19.00 ± 1.29△ 158.1 ± 2.7 18.66 ± 4.18△ 0.1349 ± 0.0286△ 2.562 ± 0.551

High BW(n = 15) 23.33 ± 1.10△▲ 158.1 ± 2.7 14.02 ± 2.19△▲ 0.1052 ± 0.0168△▲ 2.46 ± 0.435

ST. Survival time; STT. Standard hypoxia tolerance time; ASTT. Adjusted standard hypoxia tolerance time; BW. Body weight. △P < 0.01 compared with low group; ▲
P < 0.01 compared with medium group

Fig. 2 Analysis of the correlation and regression of the hypoxic tolerance indices with bottle volume. Both indices, a. STT and b. ASTT, showed
no significant correlation with bottle volume; open marks stand for data obtained with 150 ml bottles, and closed marks stand for data obtained
with 250 ml bottles
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false positive result, whereas if mice in the treatment
group had higher BWs than those in the control group,
we could obtain a false negative result.
First, we performed experiments to observe whether

lower BWs could cause false positive results and
whether these false positive results could be eliminated
with formula (2). As the BW was matched between the
control group and saline group 1 (medium BW), there
was no significant difference in STT between the two
groups, showing that saline did not affect hypoxia toler-
ance in the mice. However, as the BWs of mice were sig-
nificantly lower in saline 2 group (low BW), the STT
was significantly higher in this group than in the control
group (P = 0.000, Table 3), which was obviously a false
positive result. This finding suggests that lower BW can
bring about a false positive result when using STT as the
evaluation index. As expected, the ASTT was not signifi-
cantly different between the three groups (P = 0.781,
Table 3), confirming that the false positive findings
caused by lower BW could be avoided by using ASTT.

Eliminate false negative results with formula (2)
Methazolamide is an analog of acetazolamide and has
been proven to be effective in preventing the symptoms
of AMS in an experiment with human beings [9].
Methazolamide is also neuroprotective in ischemic in-
jured mice by inhibiting the release of apoptotic factors
[10, 11]. Therefore, mice administered with methazola-
mide were used as the positive control in this test. To
test the false negative results caused by higher BW, mice
were administered 100 mg/kg of methazolamide one
hour before they were sealed in the bottles. Medium BW
mice were administered saline (0.1 ml/10 g BW) as the
control. According to previous reports, when the BWs
of mice were in the medium range, the STT was signifi-
cantly higher in methazolamide 1 group (medium BW)
than in the saline group, confirming that methazolamide
has a significant anti-hypoxic effect in mice. However,
the STT was not significantly different between

methazolamide 2 group (high BW) and the
saline-treated group (P = 0.396), as the BW in methazo-
lamide 2 group were significantly higher than those in
the saline group (P = 0.005), suggesting that false nega-
tive results can be caused by higher BW. Then, we used
formula (2) to calculate ASTT and found no significant
difference between methazolamide 1 (medium BW) and
methazolamide 2 (high BW) group (P = 1.000, Table 4),
whereas both groups had significantly higher ASTT
values than the saline group (P = 0.000, P = 0.000, re-
spectively, Table 4).

Discussion
In this study, we applied a simple method to evaluate
the hypoxia tolerance of mice and investigated the influ-
ence of BW and bottle volume on hypoxia tolerance in-
dices. To eliminate the interference of BW and bottle
volume with this model, we developed a modified for-
mula (formula (2)) to calculate an adjusted hypoxia tol-
erance time.
Using the methazolamide treated positive control and

saline treated negative control, we were able to evaluate
the hypoxia tolerance of mice with this simple method.
The hypoxia tolerance of animals has been evaluated
with STT, i.e. the number of minutes that one unit vol-
ume of air could support animal survival, in previous
studies [6, 8]. Therefore, according to the formula, STT
should be determined not by animal ST but by bottle
volume (V) and BW of the animal. In other words, bot-
tle volume and BW are the primary factors that affect
this hypoxia tolerance experiment. In this study, we
found that the impact of BW and bottle volume on the
results of this experiment expressed with STT were dif-
ferent: (1) STT was negatively correlated with animal
BW, and (2) bottle volume did not impact STT.
Bottles with nominal volumes of 150 ml and 250 ml

were used as the experimental vessels in our study, and
the actual volumes could have been slightly different
among all of the bottles. For example, the actual

Table 2 Impact of bottle volume on hypoxic tolerance indices in mice (x±s)

Group BW (g) Bottle volume (ml) ST (min) STT (min/ml) ASTT (min·g/ml)

150 ml group (n = 13) 19.00 ± 1.29 158.1 ± 2.7 18.66 ± 4.18 0.13 ± 0.029 2.56 ± 0.551

250 ml group (n = 15) 18.56 ± 0.90 275 ± 3.3 33.87 ± 9.54 0.13 ± 0.038 2.46 ± 0.689

STT. Standard hypoxia tolerance time; ASTT. Adjusted standard hypoxia tolerance time

Table 3 Effects of BW on hypoxic tolerance indices in mice (x±s)

Group BW (g) Bottle volume (ml) ST (min) STT (min/ml) ASTT (min·g/ml)

Control (n = 12) 18.66 ± 0.70 158.2 ± 2.9 15.67 ± 2.03 0.11 ± 0.0147 2.12 ± 0.297

Medium BW (Saline 1 (n = 12) 18.57 ± 0.49 158.2 ± 2.9 16.08 ± 5.05 0.12 ± 0.0369 2.15 ± 0.636

Low BW (Saline 2(n = 14) 14.40 ± 0.52* 158 ± 2.7 22.14 ± 2.77 0.16 ± 0.0189*△ 2.23 ± 0.255

ST. Survival time; STT. Standard hypoxia tolerance time; ASTT. Adjusted standard hypoxia tolerance time; BW. Body weight. *P < 0.01 compared with saline group;
△ P < 0.01 compared with medium BW group (saline 1 group)
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volumes of the 150 mL-sized bottles used in this study
ranged between 154 ml to 162 ml. As the animals’ BWs
and volumes were different, the air remaining in the bot-
tles for the animals to breathe would accordingly be dif-
ferent. However, bottle volume was not significantly
correlated with either STT or ASTT in this study, which
implied that a slight deviation in bottle volumes did not
affect the experimental results.
Excluding pathological states such as obesity, BW is

usually a critical factor in animal experiments. In for-
mula (1), animal volume, expressed as the mouse’s BW
over its average density (0.94), was subtracted from the
bottle volume to eliminate the impact of the air volume
displaced by the animal’s body inside the bottle. In fact,
BW has a stronger effect than animal volume, as shown
by STT. Our study suggests that animals of different
BWs showed different hypoxia tolerance abilities, which
was in accordance with previous reports. For example,
hypoxic-ischemic encephalopathy occurs in up to 60% of
low birth weight infants [12, 13], which is related to the
immaturity of brain blood vessels and the dysfunction of
brain blood regulation, as well as cellular oxidation-re-
duction in newborns with low BW [14, 15]. Moreover,
obese humans are more likely to suffer from AMS after
ascending to high altitudes [16, 17]. The mechanisms in-
volved in the association between hypoxic tolerance and
BW in adult animals, which may be related to blood
oxygenation [16], energy turnover rate, and lipid-glucose
metabolism [18], are not clear at present. In pharmaco-
dynamic studies, chemical compounds are administered
to animals for 7 days or longer. During the administra-
tion period, the BWs of animals could deviate gradually
and lead to errors because of the inter-group or
inner-group BW distribution of animals. As a result,
false negative or positive findings could occur. There-
fore, the BWs of animals in the treatment group and the
control group could affect the results after the adminis-
tration process, and the experiment may fail. To elimin-
ate the impact of BW on experiment results, we
introduced another index, ASTT, calculated with for-
mula (2). ASTT is defined as the number of minutes
that a unit volume of air can support the survival of one
unit weight of an animal’s body. As ASTT was used to
evaluate the hypoxia tolerant abilities of mice in sealed
bottles, it was not significantly different between groups
with different BWs, showing that this formula can

successfully eliminate the impact of BW on the experi-
mental results and avoid false positive or negative find-
ings. To verify that this formula was effective in
eliminating false negative and positive results caused by
different BWs, we intraperitoneally injected saline and
100 mg/kg methazolamide immediately before the hyp-
oxic treatment of mice with different BWs. Our results
confirmed that when there were different BWs between
groups, false negative or positive findings caused by STT
could be avoided with ASTT.

Conclusions
In summary, this experiment is a simple method to
evaluate the hypoxia tolerance abilities of mice. This
study can be used as a preliminarily screening for
anti-hypoxic medicines before mechanistic research and
studies with human subjects. When the BWs in all of
the experimental groups are closely matched, STT can
be used as an index of hypoxia tolerance. Otherwise,
ASTT could be a more appropriate index for the evalu-
ation of hypoxia tolerance, as it could eliminate the im-
pact of BW.

Abbreviations
AMS: Acute mountain sickness; AMU: Army medical university; ASTT: Adjusted
standard hypoxia tolerance time; BW: Body weight; COPD: Chronic obstructive
pulmonary disease; HACE: High-altitude cerebral edema; HAPE: High-altitude
pulmonary edema; ST: Survival time; STT: Standard hypoxia tolerance time

Funding
This work was supported by the grants from the Natural Science Foundation of
China (No. 81071610 and No. 81471814); Consultative Project of Transformation
Medicine in Southwest Hospital of the Third Military Medical University
(SWH2014ZH05).

Availability of data and materials
All data generated or analyzed during this study are included in this published
article.

Author’s contributions
GX is the primary investigator of this study. He designed the main idea and
executed the experiments, and he also undertook grant writing, implementation,
data interpretation, manuscript writing, and revision and final approval of this
submitted manuscript. YQG participated in the design of this research and the
manuscript revision. YXG took part in the experiment execution and data
interpretation. GW produced the data table and figure for the manuscript and
executed part of the data analysis. JYZ participated in grant writing, and revision
and submission of this manuscript. WXG is the chief of this project. She took part
in the whole course of experiments, data analysis, manuscript preparation and
confirmed the final version of this manuscript. All authors read and approved the
final manuscript.

Table 4 Effects of methazolamide and BW on hypoxic tolerance indices in mice (x±s)

Group BW (g) Bottle volume (ml) ST (min) STT (min/ml) ASTT (min·g/ml)

Saline (n = 13) 18.31 ± 0.60 158 ± 2.8 15.12 ± 2.06 0.11 ± 0.0146 2.00 ± 0.283

Methazolamide 1 (Medium BW) (n = 13) 18.68 ± 0.68 158 ± 2.8 20.62 ± 3.17 0.15 ± 0.0218* 2.78 ± 0.367*

Methazolamide 2 (High BW) (n = 13) 22.59 ± 1.03* 158 ± 2.8 16.22 ± 3.29 0.12 ± 0.0241△ 2.73 ± 0.457*

ST. Survival time; STT. Standard hypoxia tolerance time; ASTT. Adjusted standard hypoxia tolerance time; BW. Body weight. * P < 0.01 compared with saline group;
△ P < 0.01 compared with methazolamide group 1 (medium BW)

Xu et al. Military Medical Research  (2018) 5:33 Page 5 of 6



Ethics approval and consent to participate
The study had the approval of Animal Care and Use Committee of the Army
Medical University (Third Medical University). This material is the result of
work supported with resources and the use of facilities at the PLA’s Key
Laboratory of High Altitude Medicine. This manuscript is approved to be
submitted by the Academic Committee of Army Medical University (Third
Medical University).

Competing interests
The authors declare that they have no competing interests.

Received: 31 January 2018 Accepted: 12 September 2018

References
1. West JB. High-altitude medicine. Am J Respir Crit Care Med. 2012;186(12):

1229–37.
2. Fan PC, Ma HP, Jiang W, Li L, Ren J, Jing LL, et al. Anti-hypoxia activity of

the novel NO donor acetyl ferulic isosorbide. Biol Pharm Bull. 2015;38(9):
1280–9.

3. Lu GW, Yu S, Li RH, Cui XY, Gao CY. Hypoxic preconditioning: a novel
intrinsic cytoprotective strategy. Mol Neurobiol. 2005;31(1–3):255–71.

4. Xu G, Huang H, Chen DW, Guan LB, Sun BD, Hu Q, et al. The effect of
methazolamide in the hypoxia tolerance of mice and the prevention of
acute mountain sickness. J Third Mil Med Univ. 2018; 40(1): 12–16. (Article in
Chinese).

5. Lu GS, Liu FY, Gao YQ, Gao WX. Experimental study of anti- cyanide effects
of 1 -octacosanol on acute hypoxia in mice. Med J Natl Defend Forces
Southwest China. 2008; 18(2): 163–164. (Article in Chinese).

6. Liu J, Zhan G, Chen D, Chen J, Yuan ZB, Zhang EL, et al. UPLC-QTOFMS-
based metabolomic analysis of the serum of hypoxic preconditioning mice.
Mol Med Rep. 2017;16(5):6828–36.

7. Dominelli PB, McNeil CJ, Vermeulen TD, Stuckless TJR, Brown CV, Dominelli
GS, et al. Effect of acetazolamide and methazolamide on diaphragm and
dorsiflexor fatigue: a randomized controlled trial. J Appl Physiol. 1985;2018.
https://doi.org/10.1152/japplphysiol.00256.

8. Xu G, Liu FY, Gao YQ, Gao WX. Effects of oxygen-loaded preconditioning on
hypoxic tolerance in mice. Med J Natl Defend Forces Southwest China.
2011; 21(4): 408–410. (Article in Chinese).

9. Wright AD, Bradwell AR, Fletcher RF. Methazolamide and acetazolamide in
acute mountain sickness. Aviat Space Environ Med. 1983;54(7):619–21.

10. Wang X, Figueroa BE, Stavrovskaya IG, Zhang Y, Sirianni AC, Zhu S, et al.
Methazolamide and melatonin inhibit mitochondrial cytochrome C release
and are neuroprotective in experimental models of ischemic injury. Stroke.
2009;40(5):1877–85.

11. Lisk C, McCord J, Bose S, Sullivan T, Loomis Z, Nozik-Grayck E, et al. Nrf2
activation: a potential strategy for the prevention of acute mountain
sickness. Free Radic Biol Med. 2013;63:264–73.

12. Infante SK, Rea HC, Perez-Polo JR. Transgenerational effects of neonatal
hypoxia-ischemia in progeny. Int J Dev Neurosci. 2013;31(6):398–405.

13. Bruckmann EK, Velaphi S. Intrapartum asphyxia and hypoxic ischaemic
encephalopathy in a public hospital: incidence and predictors of poor
outcome. S Afr Med J. 2015;105(4):298–303.

14. Vannucci RC, Lyons DT, Vasta F. Regional cerebral blood flow during
hypoxia-ischemia in immature rats. Stroke. 1988;19(2):245–50.

15. Huseynova SA, Panakhova NF, Hajiyeva AS, Orujova PA, Mukhtarova SN,
Agayeva GT. Endothelial dysfunction and developmental outcomes of very
low birth weight newborns with hypoxic encephalopathy. J Pak Med Assoc.
2017;67(12):1857–63.

16. Ri-Li G, Chase PJ, Witkowski S, Wyrick BL, Stone JA, Levine BD, et al. Obesity:
associations with acute mountain sickness. Ann Intern Med. 2003;139(4):
253–7.

17. Yang B, Sun ZJ, Cao F, Zhao H, Li CW, Zhang J. Obesity is a risk factor for
acute mountain sickness: a prospective study in Tibet railway construction
workers on Tibetan plateau. Eur Rev Med Pharmacol Sci. 2015;19(1):119–22.

18. Behn C, OF A, Llanos AJ, Celedón G, González G, et al. Hypoxia-related lipid
peroxidation: evidences, implications and approaches. Respir Physiol
Neurobiol. 2007;158(2–3):143–50.

Xu et al. Military Medical Research  (2018) 5:33 Page 6 of 6

https://doi.org/10.1152/japplphysiol.00256

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Animals
	Measurement of bottle volumes
	Hypoxia tolerance experiment
	Statistical analysis

	Results
	Impact of BW on hypoxic tolerance expressed with STT or ASTT
	Impact of bottle volume on hypoxic tolerance expressed with STT or ASTT
	Eliminate false positive results with formula (2)
	Eliminate false negative results with formula (2)

	Discussion
	Conclusions
	Abbreviations
	Funding
	Availability of data and materials
	Author’s contributions
	Ethics approval and consent to participate
	Competing interests
	References

