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Phases Steps Timing and procedures No 
of animals 

Obtained parameters 

1 3 days before BL or saline administration 
- Induction of citric acid cough  
   (1st cough challenge) 

 
48 

 
Initial number of citric acid coughs 

1st 
2 BL or saline administration 

- Experimental group:  application of BL 
- Control group: application of saline 

48 
32 
16 

 

3 1st experiment - 13 days after BL or saline application 
- Induction of citric acid cough  
  (2nd cough challenge) 
- Creation of 3 groups of animals: 
  A group: BL+O2 
  B group: BL+air 
  C group: saline+air (sham) 
- Exposure of A group to 100% O2 for 48 h in glass cages 
- Exposure of B group to air for 48 h in glass cages 
- Exposure of B group to air in animal care facility 

24 
24 
 

24 
8 
8 
8 

 
Number of citric acid coughs 13 days  
after BL or saline administration 
 
 
 
 
Breathing rate 
Breathing rate 

 

 

 

 

2nd 

4 Immediately after exposure to 100% O  2 or air was finished 
- Induction of citric acid cough 
  (3rd cough challenge) 
- Mechanical stimulation of LPh mucosa 
- Mechanical stimulation of TBr mucosa 

 
24 
 

24 
24 

 
Number of citric acid coughs 
 
Number of mechanically induced 
coughs 

3rd 5 Killing of animals, taken samples of trachea, bronchi and  
lungs for histological examination 

24 Results of histological assessment 

6 2nd experiment - 20 days after BL or saline application 
- Induction of citric acid cough  
  (2nd cough challenge) 
- Creation of 3 groups of animals: 
  A group: BL+O2 
  B group: BL+air 
  C group: saline+air (sham) 
- Exposure of A, B, C group to O2/air as in 1st experiment 

24 
24 
 

24 
8 
8 
8 

 
Number of citric acid coughs 20 days  
after BL or saline administration 
 
 
 
 
Breathing rate in A and B group 

 

 

 

 

2nd 

7 Immediately after exposure to 100% O  2 or air was finished 
- Induction of citric acid cough 
  (3rd cough challenge) 
- Mechanical stimulation of LPh mucosa 
- Mechanical stimulation of TBr mucosa 

 
24 
 

24 
24 

 
Number of citric acid coughs 
 
Number of mechanically induced 
coughs 

3rd 8 Killing of animals, taken samples of trachea, bronchi and  
lungs for histological examination 

24 Visual and manual assessment of lungs 
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