Editorial comments:

1. Please note that the editor has made changes to some sections (renumbering/reorganization, etc.) according to JoVE guidelines. Please review for accuracy and make changes if necessary.
Editorial changes have been controlled and corrected when appropriate

2. Please add more details to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action. See some comments marked in the attached manuscript.
We have added to the description of the steps all the information requested within the editor comments

3. Please address specific comments marked in the attached manuscript.
Done

4. After you have made all the recommended changes to your protocol section, please highlight in yellow up to 2.75 pages (no less than 1 page) of protocol text (including headers and spacing) to be featured in the video. Bear in mind the goal of the protocol and highlight the critical steps to be filmed. Our scriptwriters will derive the video script directly from the highlighted text.
Done. The flowchart of the experiments is represented by the highlighted steps from 2.1 to 3.2.5. The further highlighted steps (4.1.1-4.3.4) are those reported in 2.1 - 3.2.5. Please note that the experiment that has to be filmed is only that one referring to step 3.1.4.1 (chewing soft pellet). For this reason, the step 3.1.5 has to be changed from:
“3.1.5. Just after the end of each step (3.1.4.1−3.1.4.4), evaluate performance in the matrices test and pupil size at rest and during haptic task (T7). “
To:
“3.1.5. Just after the end of step 3.1.4.1, evaluate performance in the matrices test and pupil size at rest and during haptic task (T7).” 
[bookmark: _GoBack]
5. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted steps form a cohesive narrative with a logical flow from one highlighted step to the next. The highlighted text must include at least one action that is written in the imperative voice per step. Notes cannot usually be filmed and should be excluded from the highlighting.
Steps 2.1-2.3.5 form a continuous sequences. Steps 4.1.1-4.3.4 have to be inserted within flowchart where indicated (see steps 3.1.1, 3.1.2, 3.2.1)

6. Please include all relevant details that are required to perform the step in the highlighting. For example: If step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be highlighted.
Done

7. Table of Materials: Please ensure that it has information on all relevant supplies, reagents, equipment and software used, especially those mentioned in the Protocol. Please sort the materials alphabetically by material name.
Done

· 
Comments in the text

Lines 41-46. Please shorten it to no more than 50 words (abstract)
Done. The abstract has been changed as it follows “To verify whether trigeminal effects on cognitive performance involve the Locus Coeruleus activity, we propose two protocols aimed to evaluate a possible correlation between the performance and the task-related pupil size changes induced by chewing. These protocols may be applied to conditions where the Locus Coeruleus contribution is suspected.”

Line 133. The editor added this. Is this correct? 3.1.1.
“Evaluate baseline performance (see section 4.1) in the cognitive (matrices) test (T0, control).”
OK

Line 136. The editor added this. Is this correct? 
“3.1.2. Evaluate pupil size (see section 4.2) at rest (no activity requested to the subject) (T0, control).”
OK


Lines 145-147. This is unclear. Is each step below considered a session? Do you mean that subject comes on day 1 and perform activity 3.1.4.1, then on day 3 or 4 and perform activity 3.1.4.2, etc.? Or does the subject perform different activities in different sessions that are completed in one day?
“3.1.4. Ask each subject to perform three specific activities for 2 min or to have 2 min of rest, according to steps 3.1.4.1−3.1.4.4. Go through these steps in separate sessions (2−3 days between sessions).”
The same subject have to come in different days. The text changed to “3.1.4. Ask each subject to perform three specific activities for 2 min or to have 2 min of rest, according to steps 3.1.4.1−3.1.4.4. Ask the subjects to perform these activities in separate sessions occurring in different days (2−3 days between sessions).” See lines 143-145 of the revised version 
In the same manner also the 3.2.3 point was changed in “Ask each subject to perform three specific activities for 2 min or to have 2 min of rest, according to steps 3.2.3.1−3.2.3.4. Ask the subjects to perform these activities in separate sessions occurring in different days (2−3 days between sessions).” See lines 177-179 of the revised version.

Lines 222-275. The editor broke the paragraphs into steps and reorganized sections. Please review for accuracy.
(4.2. Pupil size in protocol 1)
Changes to the text proposed by the editors have been performed, mainly for answering to the specific editorial comments. They are indicated below.
-Lines 224-225 have been changed to:” 4.2.1. Prepare the subject for the pupil size measurement with a corneal topographer-pupillographer (Table of Materials) (which prevents vision of the environment) using one of the following two acquisition procedures.” See lines 222-224 of the revised version.
-Line 227 has been changed to: “4.2.1.1. Perform single camera shot of the pupil (Figure 2A,B), with constant illumination level (40 lux), pressing the specific button on the corneal topographer-pupillographer. Keep the optimal working distance of 56 mm between the camera and the pupil. See lines 226-228 of the revised version
-Lines 237-238 have been changed to: “4.2.2. Record pupil size at rest (steps 3.1.2, 3.1.5 and 3.1.6), left and right separately. “See line 238.
-Lines 240-241 have been changed to:”4.2.3. Record pupil size during the haptic task (steps 3.1.3, 3.1.5 and 3.1.6), left and right separately.” See lines 240-241 of the revised version.
Lines 248-249 have been changed to “by subtracting the pupil size at rest from the pupil size during the haptic task and obtain all the average left-right values”. See lines 248-249 of the revised version.
-Lines 253-254 have been changed to: “.3.1. Prepare the subject for the pupils size measurement using a wearable pupillometer /eye tracker (Pupil Labs, see Figure 3A), endowed with a 3D printed glass frame structure, using the following procedure. Let the subject wear the wearable pupillometer.  Adjust  the position of the two infrared cameras (Figure 3A-2,3) mounted on bars stemming from the frame (Table of Materials), so that the eyes are within the field of view of the cameras and in focus.”See lines 253-258.
-Lines 256-259 have been changed to: “4.3.1.1. Acquire pupil’s images (sampling rate: 120 Hz), which are processed online by the software supplied with the wearable pupilometer (Table of Materials), which provides pupillary diameter in millimetres using a geometrical model of the “average” human ocular and disregard blink artifacts.” See lines 260-263 of the revised version. 
-Lines 261-263 have been modified to: “4.3.1.2. Record continuously the environmental illumination level by using a calibrated logarithmic light sensor mounted on the wearable pupillometer frame. Use frontal RGB camera mounted on the wearable pupillometer (Figure 3A-1) to record the subject field of view  (sampling rate: 30 Hz) useful to studying gaze behaviour.” See lines 265-268 of the revised version.
-Line 267 has been changed to: “Record the size of the pupils while the subject performs the Spinnler-Tognoni test, so to have” See lines 272-274 of the revised version.
-Lines 270-271 have been erased.

Line 227. What is the distance between the subject and the camera? Is this done by pressing a button on the corneal topographer-pupillographer? Please include these details.
Details have been added to the text, at lines 226-228 of the revised version. 

Line 248. The editor rephrased this sentence. Please review for accuracy.
 Done. The phrase now sounds “Calculate the task-related mydriasis by subtracting the pupil size at rest from the pupil size during the haptic task and obtain all the average left-right values”. See lines 247-249.

Line 254. Is this custom made? Please specify the dimensions of the frame in the Table of Materials. 
No, the 3D printed structure is produced by Pupil Labs and has dimensions of about 13.5 x 15.5cm. These data have been added to the table of materials. The phrase has been changed to  “ Prepare the subject for the pupils size measurement using a wearable pupilometer/eye tracker (Pupil Labs, see Figure 3A), endowed with a 3D printed glass frame structure, using the following procedure”.See lines 253-255 of the revised version

Line 256. Please include product information in the Table of Materials. Are they part of the pupil diameter? 
Yes. Pupil Labs headset, Pupil Labs. Added in the table of materials


Line 256.Please specify the positions (positions 2 and 3 in Figure 3A?) 
Yes, the editor is correct. The information has been added in the text


Line 257. Convert to what and how? 
Pixels in mm. The phrase has been simplified as it follows: “Acquire pupil’s images (sampling rate: 120 Hz), which are processed online by the software supplied with the wearable pupilometer (Table of Materials), which provides pupillary diameter in millimetres using a geometrical model of the “average” human ocular and disregard blink artifacts. ” See lines 260-263 of the revised version.

Line 259. What software? Please include it in the Table of Materials.
Software has been added to the table of materials.

Line 262. Which instrument? It is clear. Where is this camera located? It is unclear. Please consider adding a step that describes the setup of all instrument/cameras. Please specify the position of this camera? Position 1 in Figure 3A? Please also include camera information in the Table of Materails.
The instrument is the wearable pupilometer. The phrase has been clarified as it follows. “Record continuously the environmental illumination level by using a calibrated logarithmic light sensor mounted on the wearable pupillometer frame. Use frontal RGB camera mounted on the wearable pupillometer (Figure 3A-1) to record the subject field of view……………….  “. See lines 265-268. Information about the camera has been added to the table of materials.

Lines 270-271. Does this apply to both protocol 1 and protocol 2? If so, add this as step 4.2.5 for protocol 1. Please specify the position of this camera? Position 1 in Figure 3A? Please also include camera information in the Table of Materials.
No, this does not apply to protocol 1. The camera is that mentioned in the answer to the previous comment.

Line 279.-280. Can this be simplified to “obtained from section 4.3”? 
Yes, the phrase has been changed accordingly. See lines 282-283.









Lines 280-282. Please describe how or provide a relevant reference. When does the subject wear the eye tracker? It is not mentioned in previous steps. 
The requested reference has been added. The eye tracker is the wearable pupilometer: this point has been specified at line 253-254 of the revised version. Lines 279-282 have been changed to: “NOTE: Reconstruct online the fixation point using the images of the two pupils obtained from section 4.3. Process the acquired frames in real time and estimate the gaze fixation point by using a previously calculated transfer function31 specific for each subject wearing the eye tracker.” See lines 282-285 of the revised version.


Lines 285-286. Please include material information in the Table of Materials. Do you mean matrics sheet used in section 4.1? 
The requested  information has been added to the Table of Materials. We clarified that the matrix sheet was that one utilised in step 4.1. Lines 284-286 have been changed to: “4.4.1. If necessary, when using protocol 2, reconstruct gaze position from pupil images. For this purpose, add four computer detectable vision markers (ArUco or AprilTag libraries of the instrument software)  to the four corners of the matrices sheet already used instep 4.1.” See lines 287-289 of the revised version.


Line 288. Can you provide an example? “4.4.2. Ask the subject to gaze at a predefined sequence of points that are shown and tracked in his/her field of view. Simultaneously record the field of view by the additional RGB camera mounted on the frame.”
We added a procedural example. Lines 288-293 have been changed to: “4.4.2. Let the calibration system (embedded in the eye tracker software as for the Pupil headset used) acquire the data and evaluate the parameters of the transfer function that maps the fixation point starting from the images of the two pupils. As an example, ask the subject to gaze at a predefined sequence of points that are shown in his/her field of view (the four corners of the matrices sheet and at the centre of the sheet itself) and recorded simultaneously by the additional RGB camera mounted on the frame and facing the subject field of view.” See lines 291-297 of the revised version.



Line 292. What calibration system? It is unclear. 
This point has rephrased and merged with the preceding one. See lines 291-297 of the revised version.


























