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	Protocol Step
	Comment
	Requested Change (highlight in bold and yellow)

	1.
	Title and Citation
	Please change “Interventional” to “Invasive”
	Testing Acetylcholine Followed by Adenosine for Invasive Diagnosis of Coronary Vasomotor Disorders

	2.
	Introduction
	Please replace “, and” by “/” in the following sentence
	The main mechanisms underlying these vasomotor disorders are impaired coronary vasodilatation, enhanced vasoconstriction/spasm as well as enhanced coronary microvascular resistance.

	3.
	Introduction
	Reference 8 is missing, please add it at the end of the following sentence:
	The latter is often due to obstructive microvascular disease8.”

	4.
	Introduction
	Please delete dash between Doppler and wire and add reference to Figure 1
	The aim of this article is to describe a protocol where acetylcholine (ACh) provocation testing in search of coronary spasm is followed by Doppler wire-based assessment of coronary flow reserve (CFR) and hyperemic microvascular resistance (HMR) using adenosine (Figure 1).

	5.
	Protocol
(preamble)
	Inconsistent spelling (“JOVE” vs. “JoVE”). Please change to “JoVE” throughout the manuscript
	A previous JoVE article covered a protocol showing […]

	6.
	Protocol
1.
	Please correct typo in the headline:
“[…] injection of Ach”
	[…] injection of ACh

	7.
	Protocol
4.1
	Please correct the following typo:
 “Aa a prerequisite for the IDP, […]”
	As a prerequisite for the IDP, […]

	8.
	Protocol
4.4
	Please add “carefully”:
	Advance the Doppler flow-/pressure-wire carefully through the guiding catheter into the left main artery”

	9.
	Protocol
4.5
	Please make the following changes:
“After flushing to avoid any contrast in the catheter, calibrate the catheter Doppler flow-/pressure-wire with the fractional flow reserve (FFR) sensor (localized either tip-adjacent or 1.5 cm offset depending on the wire type) in the left main (press Norm on the software of the computer system), to avoid any contrast in the catheter the Doppler flow-/pressure-wire.”
	After flushing to avoid any contrast in the catheter, calibrate the Doppler flow-/pressure-wire with the fractional flow reserve (FFR) sensor (localized either tip-adjacent or 1.5 cm offset depending on the wire type) in the left main (press Norm on the software of the computer system).

	10.
	Protocol
4.6
	Please make the following changes:
Place the tip of the wire is in the proximal-mid portion of the vessel (usually LAD). Perform angiography fluoroscopy to record wire position.
	Place the tip of the wire in the proximal-mid portion of the vessel (usually LAD). Perform fluoroscopy to record wire position.

	11.
	Protocol
5.2 and 5.3
	Please correct inconsistent spelling of 12-lead ECG in 5.2 and 5.3.
	After every ACh dose, record and print the 12-lead ECG.

	12.
	Protocol
5.5
	Please change “highest” to “high” in the following sentence:
“If no epicardial spasm (i.e., > 90% vasoconstriction) occurs at the 100 μg dose continue with the 200 μg of ACh dose (11 mL of the highest ACh concentration (18 μg/mL).”
	If no epicardial spasm (i.e., > 90% vasoconstriction) occurs at the 100 μg dose continue with the 200 μg of ACh dose (11 mL of the high ACh concentration (18 μg/mL).

	13.
	Protocol
5.7
	Please make the following changes:
“After the APV returns to the baseline and ECG as well as patient's symptoms become normal have normalized, perform the next step (i.e., CFR, HMR assessment).”
	After the APV returns to the baseline and ECG as well as patient's symptoms have normalized, perform the next step (i.e., CFR, HMR assessment).

	14.
	Protocol
5.9
	Please make the following changes:
“[…] Press the Peak search button 3 heart beats after the injection to Iinitiate peak search (maximal APV and minimal Pd,) in order to avoid influences of flushing. The system calculates and displays the values for FFR, CFR and HMR.”
	[…] Press the Peak search button 3 heart beats after the injection to initiate peak search (maximal APV and minimal Pd) in order to avoid influences of flushing. The system calculates and displays the values for FFR, CFR and HMR.

	15.
	Protocol
5.11
	Please add the following new sentence:
“In case of a significant pressure drift, recalibrate the pressure sensor of the wire (step 4.5) and repeat the CFR/HMR measurement.”
	Pull back the Doppler flow-/pressure-wire into the left

main to check for pressure drift. In case of a significant pressure drift, recalibrate the pressure sensor of the wire (step 4.5) and repeat the CFR/HMR measurement.

	16.
	Representative Results
	Please make following changes:
“[…] transient ECG changes indicating ischemia, reproduction of the patient´s usual anginal symptoms and > 90% vasoconstriction of an epicardial vessels as confirmed during coronary angiography […]”
	[…] transient ECG changes indicating ischemia, reproduction of the patient´s usual anginal symptoms and > 90% vasoconstriction of an epicardial vessel as confirmed during coronary angiography […]

	17.
	Representative Results
	Please include a space between “>” and “2.4”:
	For HMR, data on optimal cut-off values is scarce, but an increased microvascular resistance is currently defined as a HMR > 1.917 or > 2.47 (Figure 5).

	18.
	Legend Figure 1
	Please make the following changes:
“After exclusion of any epicardial stenosis during diagnostic angiography, the vasoconstrictive potential of the coronary arteries is tested by intracoronary injection of incremental doses of ACh. After spasm provocation testing, assessment of vasodilatation by intracoronary injection of adenosine is performed, followed by measurement of CFR and HMR.”
	After exclusion of any epicardial stenosis during diagnostic angiography, the vasoconstrictive potential of the coronary arteries is tested by intracoronary injection of incremental doses of ACh. After spasm provocation testing, assessment of vasodilatation by intracoronary injection of adenosine is performed, followed by measurement of CFR and HMR.

	19.
	Legend Figure 2
	Please add “of the LAD” and correct the position of the last words (marked in blue)
“[…] B) Diffuse epicardial spasm of the LAD after intracoronary injection of 200 µg ACh into the left main, accompanied by T-inversion in lead aVL and descending ST-depression in leads I and V2-V6 (red arrows) during reproduction of patient´s symptoms. Please click here to view a larger version of the figure.”
	[…] B) Diffuse epicardial spasm of the LAD after intracoronary injection of 200 µg ACh into the left main, accompanied by T-inversion in lead aVL and descending ST-depression in leads I and V2-V6 (red arrows) during reproduction of patient´s symptoms. Please click here to view a larger version of the figure.

	20.
	Legend Figure 3
	Please change “V3“ to “V4”
	The patient experienced her usual symptoms, going along with ST-segment depression in leads II, V4-V6 (red arrows).

	21.
	Discussion
	Please change “assessed” to “taken into account”
	This is challenging as often not only one mechanism is responsible and various aetiologies including cardiac and non-cardiac as well as coronary and noncoronary need to be taken into account.

	22.
	Discussion
	Please replace “, and” by “/” in the following sentence:
	This involves assessment of vasoconstriction/spasm as well as vasodilatation and microvascular resistance.

	23.
	Discussion
	Inconsistent spelling (“JOVE” vs. “JoVE”)
	The latter aspects will be covered in other contributions of this JoVE methods collection.

	24.
	Discussion
	Please make the following deletion:

“If ACh testing is performed after FFR/CFR/HMR testing, then the vasodilatory effects of nitroglycerine may still be present and influence the results of ACh testing14.”
	If ACh testing is performed after FFR/CFR/HMR testing, the vasodilatory effects of nitroglycerine may still be present and influence the results of ACh testing14.
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