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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Author affiliation number 7
	It says “German Center for Lung Research (DZL)”
	Please correct to “German Center for Lung Research (DZL), associated partner site, Berlin”

	2.
	Abstract
	It says “in vitro”
	Please correct to “in vitro” 

	3.
	Introduction, last sentence second paragraph
	It says “TNFα”
	Please correct to “TNF-α”

	4.
	First paragraph of the Protocol
	It says “The following protocols describe analysis performed on human sputum. Human sample handling was approved by the ethics committee of the University of Heidelberg and written informed consent was obtained from all patients or their parents/legal guardians (S-370/2011) and healthy controls (S-046/2009).
	Please move this section into an IMPORTANT statement after the 1st NOTE before the step 1. Sample preparation.

	5.
	First Note above 1.
	It’s written “NOTE: The following protocols describe the sample preparation and the quantification of neutrophil serine proteases (NSPs) activity.”
	Please correct to “The following protocols describe the sample preparation and the quantification of neutrophil serine proteases (NSPs) activity. 

NOTE:….”

	6.
	First Note below 2.
	It’s written “NOTE: Here, different methods are introduced to quantify NSPs activity by means of FRET reporters. The choice of the technology is dictated by the specific biomedical question and purpose of the experiment. The probes presented were extensively tested for their specificity against a set of lung relevant enzymes14,15. Although the probes are specific toward their target enzyme, always check the probe specificity on the clinical sample of interest. This can be achieved by incubating the sample with a specific protease inhibitor prior probe addition, which should abolish any increase in the D/ A ratio.”
	Please correct to “Here, different methods are introduced to quantify NSPs activity by means of FRET reporters. The choice of the technology is dictated by the specific biomedical question and purpose of the experiment.
NOTE: The probes presented were extensively tested for their specificity against a set of lung relevant enzymes14,15. Although the probes are specific toward their target enzyme, always check the probe specificity on the clinical sample of interest. This can be achieved by incubating the sample with a specific protease inhibitor prior probe addition, which should abolish any increase in the D/ A ratio.”

	7.
	Step 2.3.1.
	It says “1. To prepare the highest standard concentration (NE concentration: 33.9 nM), dilute 1 µL of NE (33.9 µM) in 999 µL of activation buffer. To prepare the second standard (NE concentration: 16.95 nM), mix 200 µL of the first dilution with 200 µL of activation buffer. Proceed accordingly to prepare the remaining 1:2 dilutions. The last standard, which is the blank, is composed of pure activation buffer. The measurement of technical duplicates or triplicates is recommended. During the standard and sample preparation, try to keep vials on ice.”
	Please correct to “1. To prepare the highest standard concentration (NE concentration: 33.9 nM), dilute 1 µL of NE (33.9 µM) in 999 µL of activation buffer. 
2. To prepare the second standard (NE concentration: 16.95 nM), mix 200 µL of the first dilution with 200 µL of activation buffer. 

3. Proceed accordingly to prepare the remaining 1:2 dilutions. 
4. The last standard, which is the blank, is composed of pure activation buffer. The measurement of technical duplicates or triplicates is recommended. During the standard and sample preparation, try to keep vials on ice.”

	8.
	Step 2.4.1.
	It says “1. Dilute the human samples before assessing their protease activity to remain in the linear range of increase of reporter signal (donor/acceptor ratio). If patient samples were left undiluted, the cleavage would happen too rapidly for a reliable fitting. Since healthy donor sputum contains fewer active proteases compared to samples from CF and COPD patients, different dilutions are generally performed (1:10 for healthy sputum supernatant, 1:20-500 for sputum supernatant of COPD or CF patients).”
	This is part of the previous step 2.4, please remove the subitem and correct to “Before assessing their protease activity, dilute the human samples to remain in the linear range of increase of reporter signal (donor/acceptor ratio). If patient samples were left undiluted, the cleavage would happen too rapidly for a reliable fitting. Since healthy donor sputum contains fewer active proteases compared to samples from CF and COPD patients, different dilutions are generally performed (1:10 for healthy sputum supernatant, 1:20-500 for sputum supernatant of COPD or CF patients).”

	9.
	Second paragraph of the discussion section
	It says “To increase the reporters shelf life (estimated of about three months at; 20 °C), they can be stored in small volume aliquots (1-2 µL) under inert gas such as Nitrogen or Argon.”
	Please correct to ““To increase the reporters shelf life (estimated of about three months at -20 °C), they can be stored in small volume aliquots (1-2 µL) under inert gas such as Nitrogen or Argon.”

	10.
	Acknowledgements
	It says “This project was supported by grants from the German Ministry for Education and Research (FKZ FKZ 82DZL004A1 to M.A.M)”
	Please correct to “This project was supported by grants from the German Ministry for Education and Research (FKZ 82DZL004A1 to M.A.M)”
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