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PART 1: Review Comments

Reviewer’'s comment

Author’s comment (if agreed with reviewer, correct the manuscript and
highlight that part in the manuscript. It is mandatory that authors should write
his/her feedback here)

Compulsory REVISION comments

- The objective “...to determine the biological effects” is broad and inespecific. What
particular changes were studied? (Proliferation, Viability, etc.). Those should be
clearly stated.

- “The working hypothesis was...” There is evidence to back such statement? If so, it
should be briefly presented in Introduction.

- In M&M, Cell viability & Proliferation and Nicotine are assessed using different
methods, but no reference is given to any of them. Are these methods validated by
previous studies? Why did they were chosen? Why the nicotine doses? Changes
must be made to explain this in detail.

- [Conclusions] “Finally, these data also suggest the possibility that prolonged use
and administration of nicotine...”: this study assessed the effect on nicotine over a
5 day period, not nearly enough to call it prolonged. This should be changed.

e Page 2, Line 66 has been changed to...” Based upon this information,
the main objective of this study was to determine any changes in
cellular proliferation or viability to..” per the reviewer recommendation.

e The working hypothesis statement has been removed — in
accordance with the recommendation of the reviewer

¢ Methods section has been modified to include references for the
Trypan Blue (viability) and Gentian Violet (Proliferation) assays [23-
26] on Page 3, Lines 89-99.

e Prolonged has been changed to “short-term exposure” on Page 8,
Line 214 and Line 247 — per the recommendation of the reviewer.

Minor REVISION comments

- M&M: [2.3 Cell Proliferation] “...using Gentian Violet, as previously described.”: a
proper reference should be given.

- Some of the statements in the Results section belong to Discussion, e.g. “For
example, HGF-1 cells exhibited a nearly three-fold increase in overall cell number
over the course of five days (TO — T5), which nearly approximates the average
doubling time of 48—72 hours previously observed with this cell line ”; Results is
suppoused to be an objective description of facts; the place for inferences and
comments belongs to Discussion.

The authors concur and have removed these references within the Results
section — per the recommendation of the reviewer. Conclusion and
Discussion sections contain adequate references to these studies and their
results.

Optional/General comments

This is a neatly and detailed study, where the authors presents an interesting approach for
a mainstream topic, the effects of vaping. However, some clarifications regarding
methodology and background are needed to make this a sound research piece.
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