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May 15, 2019

Vineeta Bajaj, Ph.D.
Review Editor
Journal of Visualized Experiments

Dear Dr. Bajaj, 

We thank you for reviewing our paper and have made the changes you suggested to JoVE59708 "Separation of rat epidermis and dermis with thermolysin to detect site-specific inflammatory mRNA and protein".

Line 77 – “… detection of interleukin-6 (IL-6) mRNA and nerve growth factor (NGF) mRNA and protein …” 
Commented [VB1]: A marker of inflammation- include this term and cite reference for the same.
Changed to “detection of markers of inflammation, interleukin-6 (IL-6) mRNA and nerve growth factor (NGF) mRNA and protein, in the epidermis from rats with carrageenan-induced inflammation (C-II)16,17.”

Line 97 – “… Sprague Dawley rats (200-250 g) …”
Commented [VB2]: Age?
Changed to “… Sprague Dawley rats (200-250 g; 8-9 wks) …”

Lines 104-105 – “Make sure that appropriate controls are used, such as naïve rats without isoflurane in this report.”
Commented [VB3]: This needs clarity, how will you rule out the possibility of any inflammation caused by the isoflurane injection? Instead a proper control will be the one which undergoes same treatment and instead of carrageenan only PBS is injected.
Changed to:
“1.3 Subcutaneously Iinject the right glabrous, hind paw with 100 µL of 1% (w/v) λ-carrageenan diluted in phosphate buffered saline (PBS)20. 
1.3.1 Make sure that appropriate controls are used, such as naïve rats without isoflurane in this report. Preliminary studies indicate that naïve rats with or without isoflurane have the same basal expression of epidermal IL-6 and NGF.  
1.3.2 Naïve rats are preferred controls for inflammation studies since subcutaneous saline or PBS cause a local inflammation23,37.”

Line 117 – “…into cold Dulbecco's Modified Eagle Medium …”
Commented [VB4]: Volume?
Changed to: “… 1 mL of cold Dulbecco's Modified Eagle Medium …” 

Line 125 – “… 500 μg/mL …”
Commented [VB5]: Please format the units as shown here. Please leave a single space between numbers and units.
Changes: I believe these are now correct.

Line 149 – “… with species and age …”
Commented [VB6]: Since the time is dependent on the age, please provide the age of the animal in the present study.
Changed to: “… Sprague Dawley rats (200-250 g; 8-9 wks) …”










Line 152 – “… transfer one skin sample into a 35 mm cell culture well with cold (4 °C) DMEM.”
Commented [VB7]: Volume?
Changed to: “… transfer one skin sample into a well of a 6-well cell culture well plate with 7-8 mL of cold (4 °C) DMEM.”

Lines 169-170 – “2.3 Inactivate thermolysin using ethylenediaminetetraacetic acid (EDTA) in the separated
epidermis and dermis.”
Commented [VB8]: This needs clarity. In the well containing?
Changed to: 
“2.3 CAUTION: The thermolysin that remains in the epidermis and dermis is still active and can damage the layers if not inactivated. Inactivate thermolysin using ethylenediaminetetraacetic acid (EDTA) in the separated pieces of epidermis and dermis. …
2.3.3 Place the separated epidermis and dermis into the 5 mM EDTA/DMEM solution at 4 °C for 30 min to deactivate thermolysin’s activity.”

Line 184 - “… a formalin, formaldehyde, or picric acid solution …”
Commented [VB9]: Concentration? Before fixing do you place it on the slide? How?
Changed to: “… 10% neutral formalin, 4% paraformaldehyde, or 0.25% paraformaldehyde with 0.8% picric acid solution …” See 2.4.3 for processing after fixation.

Line 195 – “… brightfield microscopy.”
Commented [VB10]: Magnification?
Changed to: “ … brightfield microscopy at 50-250 X.”

Line 210 – “After centrifugation, evaluate the supernatant for protein concentration using protein assay kit.”
Commented [VB11]: Centrifuge for how long and at what temp and speed?
Changed to: “Centrifuge samples at 14,000 rpm for 15 min at 4°C After centrifugation,and evaluate the supernatant 
for protein concentration using a protein assay kit.”

Line 213 – “Load equal concentrations of protein onto SDS gels …”
Commented [VB12]: How much was used in your study?
Changed to: “Load equal concentrations of protein (30µg) onto SDS gels …”

Line 216 – “Block membranes …”
Commented [VB13]: Blocking solution? How long is the blocking performed?
Changed to: “Block membranes with 5% milk for 2 h …”

Line 218 – “Wash …”
Commented [VB14]: Wash how many times? Solution used?
Changed to: “Wash 3 times with PBS with 0.3% tween for 10 minutes each …”

Line 262 has been changed: “5.4 Compare the levels of NGF and IL-6 mRNA to actin and/or 18S housekeeping genes.”
Changed to:
“5.4 Compare the levels of NGF and IL-6 mRNA to β-actin housekeeping gene:
β-ACTIN (Sense) - TGCGTGACATTAAAGAGAAGCTGTGCTATG
β-ACTIN (Antisense) – GAACCGCTCATTGCCGATAGTGATGA”

Line 297 – “Using 18S as a housekeeping gene for quantitative real-time …”
Commented [VB15]: The result shown is actin and not 18S
Changed to: “Using actin as a housekeeping gene for quantitative real-time …”











Lines 299 – 303 - IL-6 mRNA
Commented [VB16]: Figure 7 also shows the NGF data
Changed to: The figure was mislabeled and has been corrected for IL-6

Line 251 – “Figure 7.”
Commented [VB17]: Not shown instead Figure 6 is uploaded twice.
Changed to: The figure was mislabeled as NGF and has been corrected for IL-6

[bookmark: _GoBack]
Sincerely yours,
[image: ]

Kenneth E. Miller, Ph.D.
Professor - Anatomy and Cell Biology
Oklahoma State University Center for Health Sciences
Tulsa, OK 74107
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