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ABSTRACT
Background: It is unclear whether the coronary microvascular
responses to multiple, mechanistically distinct hyperaemic agents
exert similar dilatory responses or share common clinical predictors.
This study therefore sought to characterize the index of microvascular
resistance (IMR) response to multiple hyperaemic agents in the human
coronary circulation.
Methods: Thermodilution-derived IMR was determined during intra-
venous adenosine, intracoronary acetylcholine, and intravenous
dobutamine in patients with ischemic symptoms and nonobstructive
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R�ESUM�E
Contexte : On ne sait pas vraiment si les r�eponses microvasculaires
coronariennes à de multiples agents hyper�emiques aux modes d’ac-
tion distincts ont des effets vasodilatateurs similaires ou partagent des
facteurs pr�edictifs cliniques communs. Cette �etude visait donc à
caract�eriser la r�eponse selon l’indice de r�esistance microvasculaire
(IMR) aux multiples agents hyper�emiques dans la circulation coro-
narienne chez l’humain.
M�ehodologie : L’IMR obtenu par thermodilution a �et�e d�etermin�e
pendant l’administration intraveineuse d’ad�enosine, intracoronarienne
Coronary microvascular dysfunction (CMD) is increasingly
recognized as a significant contributor to cardiovascular
morbidity and mortality.1 Classically, the diagnosis of CMD is
considered in the setting of insufficient coronary microvascular
vasodilation, usually provoked pharmacologically. The major-
ity of studies assessing microvascular reactivity to pharmaco-
logic hyperaemia have solely used intravenous adenosine and
found that abnormal microvascular responses to adenosine
predict adverse cardiac outcomes.1 However, it is unclear
whether adenosine as the sole hyperaemic agent is sufficient or
appropriate,2-4 because adenosine is not particularly important
in the regulation of coronary blood flow in vivo.4 The control of
the coronary microcirculation is complex and represents an
interplay between neurohormonal, metabolic, myogenic,
endothelial, and smooth muscle activity.5,6 This suggests that
adenosine in isolation likely provides limited physiological
insight into abnormalities related to other microvascular
control mechanisms. Unfortunately, coronary microvascular
reactivity to multiple pharmacologically distinct agents has
been poorly explored. In particular, coronary flow responses to
acetylcholine and dobutamine have demonstrated clinical
utility in multiple cardiovascular conditions;7-9 however,
microvascular responses to these mechanistically distinct
pharmacologic agents are unclear.

The metric for assessing the coronary microcirculation has
also not been standardized. Coronary flow reserve (CFR),
quantified as the ratio of hyperaemic to basal coronary blood
flow, has become the default clinical metric,10 because CFR can
be measured using multiple techniques and has a proven prog-
nostic value.11,12 Although clinically useful, recent work has
demonstrated that CFR lacks physiological resolution of the
coronary microcirculation relative to invasive thermodilution
techniques that measure the index of microvascular resistance
(IMR).13-16Unlike CFR, IMR is specific to themicrocirculation
and is generally unaffected by systemic hemodynamics.14 When
compared with CFR, IMR is superior for the prediction of
adverse clinical events.13,15,16 These data suggest that the IMR
would provide microvascular-specific insight for examining the
hyperaemic responses to mechanistically distinct agents.
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coronary angiograms. A total of 128 patients were studied (44 with
adenosine and acetylcholine, and 84 with all agents). Adenosine IMR
>25, acetylcholine IMR >31, and dobutamine IMR >29 were used to
define elevated responses.
Results: IMR responses demonstrated weak-to-moderate association
(adenosine vs acetylcholine IMR: r ¼ 0.33; adenosine vs dobutamine
IMR: r ¼ 0.51; acetylcholine vs dobutamine IMR: r ¼ 0.28; all P <

0.01). Logistic regression analyses revealed that: (1) elevated adeno-
sine IMR was associated with increasing age and left ventricle hyper-
trophy (odds ratio [OR] ¼ 1.27 and 1.58; both P < 0.05, respectively),
(2) elevated acetylcholine IMR was associated with increasing plasma
uric acid (OR ¼ 1.09; P < 0.05), and (3) elevated dobutamine IMR was
associated with hypertension and left atrial volume index (OR ¼ 3.99
and 1.07; both P < 0.05, respectively). Subset analyses to evaluate
clinical utility of the acetylcholine and dobutamine IMR, independent
of abnormal adenosine IMR, revealed that elevated acetylcholine and/
or dobutamine IMR were associated with higher risk exercise stress
tests, left atrial volumes, and burden of exertional chest pain.
Conclusions: Microvascular-specific IMR responses to different
hyperaemic agents are only moderately associated, whereas the pre-
dictors for agent-specific IMR responses varied, suggesting that mul-
tiple pharmacologic agents interrogate different microvascular control
mechanisms.

d’ac�etylcholine et intraveineuse de dobutamine chez des patients
pr�esentant des symptômes isch�emiques et par angiogrammes coro-
nariens non obstructifs. Un total de 128 patients (44 avec l’ad�enosine
et l’ac�etylcholine, et 84 avec tous les agents) ont fait partie de l’�etude.
Des r�eponses �elev�ees �etaient d�efinies par un IMR à l’ad�enosine > 25,
un IMR à l’ac�etylcholine > 31 et un IMR à la dobutamine > 29.
R�esultats : Les r�eponses selon l’IMR ont r�ev�el�e une association faible
à mod�er�ee (IMR à l’ad�enosine vs IMR à l’ac�etylcholine : r ¼ 0,33; IMR
à l’ad�enosine vs IMR à la dobutamine : r ¼ 0,51; IMR à l’ac�etylcholine
vs IMR à la dobutamine : r ¼ 0,28; tous : p < 0,01). Des analyses de
r�egression logistique ont r�ev�el�e que : 1) un IMR à l’ad�enosine �elev�e
�etait associ�e à l’avancement en âge et à une hypertrophie ventriculaire
gauche (rapport des cotes [RC] ¼ 1,27 et 1,58; p < 0,05 respective-
ment pour les deux), 2) un IMR à l’ac�etylcholine �elev�e �etait associ�e à
l’augmentation de la concentration plasmatique d’acide urique (RC ¼
1,09; p < 0,05) et 3) un IMR à la dobutamine �elev�e �etait associ�e à
l’hypertension et à l’indice de volume auriculaire gauche (RC ¼ 3,99 et
1,07; p < 0,05 respectivement pour les deux). Des analyses par sous-
groupes visant à �evaluer l’utilit�e clinique de l’IMR à l’ac�etylcholine et à
la dobutamine, ind�ependamment d’un IMR à l’ad�enosine anormal, ont
r�ev�el�e que des IMR à l’ac�etylcholine et/ou à la dobutamine �elev�es
�etaient associ�es à une augmentation du risque lors des �epreuves à
l’effort, à un volume auriculaire gauche plus �elev�e et à une augmen-
tation du fardeau associ�e à la douleur thoracique à l’effort.
Conclusions : Les r�eponses microvasculaires selon l’IMR à diff�erents
agents hyper�emiques sont seulement mod�er�ement associ�ees, alors
que les facteurs pr�edictifs des r�eponses selon l’IMR sp�ecifique de
l’agent varient, ce qui laisse croire que les multiples agents pharma-
cologiques font appel à diff�erents m�ecanismes de contrôle
microvasculaire.
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Therefore, the primary aim of the current study was to
characterize the IMR responses to adenosine, acetylcholine,
and dobutamine among patients referred for possible CMD.
Because adenosine, acetylcholine, and dobutamine elicit
mechanistically distinct dilatory responses,2,4 we hypothesized
that the IMR responses would demonstrate poor association.
The secondary aim was to investigate clinical risk factors
associated with agent-specific IMR responses. We hypothe-
sized that clinical predictors would correlate with different
pharmacologic agents.

Methods

Patient selection

This research was approved by the Research Ethics Board
at Southlake Regional Health Centre and York University.
Written informed consent was obtained by all patients. This
study included men and women with ischemic chest pain and
nonobstructive coronary arteries (defined by epicardial
stenosis <50%), who underwent invasive coronary physiology
testing for suspected CMD. Patients were excluded from this
study if the invasive physiology study was performed without
preprocedure assessment at a dedicated clinic with a
comprehensive clinical assessment (described below). Patients
were also excluded if technical or patient-specific issues were
identified at the time of the procedure that resulted in
termination of the procedure.
Study protocol

Clinical assessment. Clinical assessments included past
medical history, cardiovascular risk factors, echocardiography,
blood biomarkers, and graded exercise stress tests. A standard
echocardiogram was performed, with key variables of interest:
left ventricular (LV) thickness (measured as LV septal
thickness) and left atrial (LA) volume (measured as LA volume
index).17 Graded exercise stress tests were performed using the
Bruce protocol with concurrent 12-lead electrocardiography,
for subsequent calculation of the Duke Treadmill Score18-

dlower Duke Treadmill Scores indicate greater risk burden.
The presence of limiting or nonlimiting angina during the
graded exercise stress test was used to define the presence of
exertional chest pain. Lastly, a positive stress test was defined
by ischemic electrocardiogram changes and/or exertional chest
pain.

Coronary physiology testing. Invasive physiology studies
were performed using thermodilution techniques as previously
described.14,19 Patients received 25 mg intravenous fentanyl and
1 mg intravenous midazolam before vascular access via the right
radial approach. Intra-arterial verapamil (2.5 mg) was adminis-
tered at the time of radial sheath insertion. Nitroglycerin (100
mg) was administered through the guide catheter into the left
main artery at the beginning of the procedure. A PressureWire X
0.014-inch pressure-temperature sensor-tipped guidewire
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(Abbott Vascular, Santa Clara, California) was advanced to the
distal third of the left anterior descending artery. The Pressur-
eWire measured simultaneously coronary pressure at a proximal
(Pa) and distal (Pd) arterial segment. Coronary flow was
quantified by averaging the transit time of three 3 cc aliquot
injections of room temperature heparinized saline, to obtain the
mean transit time (Tmn). IMR (IMR ¼ Pd � Tmn) and CFR
(CFR ¼ baseline Tmn/hyperaemic Tmn) were subsequently
calculated.

During the first phase, intravenous adenosine (140 mg/kg/
min) was used as the sole hyperaemic agent to assess
endothelial-independent microvascular function; however,
these patients were excluded because of the primary objective
of comparing IMR responses with multiple hyperaemic
agents. During the second phase, intracoronary acetylcholine
was added to the protocol to assess endothelial-dependent
microvascular function. Acetylcholine injections were per-
formed a minimum of 3 minutes after adenosine, to ensure
that systemic hemodynamics returned to baseline and patient
symptoms (if any) dissipated. Acetylcholine testing consisted
of a 20 mg test dose, followed by 100 mg slow injection over
20 seconds, followed by slow infusion of 20 cc normal saline
for a total of 90 seconds, similar to published protocols.20-22

After 90 seconds, a coronary angiogram was performed us-
ing a power injector to assess for epicardial vasomotion.
Coronary flows were then measured using the standard ther-
modilution technique, completed within 1 minute of the
acetylcholine bolus. Only microvascular responses to acetyl-
choline are reported given a priori aims to evaluate micro-
vascular function. During the third phase, dobutamine was
added as an additional hyperaemic agent.23 Dobutamine was
performed at least 3 minutes after the acetylcholine injection,
to ensure that systemic hemodynamics returned to baseline
and patient symptoms (if any) dissipated. The dobutamine
protocol was an accelerated protocol with 3-minute stages of
10, 20, 30, and 40 mg/kg/min infusions. Dobutamine IMR
responses at 40 mg/kg/min were used for analyses. The
intraclass correlation coefficients for the 3 measures of transit
time during adenosine, acetylcholine, and dobutamine were
0.85, 0.95, and 0.89, respectively. Furthermore, during the
preliminary phase of the program, 10 patients underwent
repeated measures of adenosine IMR, separated by 10
minutes. Strong reproducibility was observed (r ¼ 0.97;
P < 0.01), with a mean difference of 0.39 (95% confidence
interval: �1.31 to 2.09), corresponding to previously
published data on adenosine IMR reproducibility.24

Data and statistical analysis

The association between the adenosine, acetylcholine, and
dobutamine IMR was evaluated using Spearman’s rank-order
correlations. Strong correlations were classified as a r > 0.80.
Bland-Altman plots assessed the fixed bias between agent-
specific IMRs. A fixed bias was considered if the mean
difference between IMR responses was significantly different
from zero using a 1-sample t-test.25 The 95% confidence
interval of the mean differences defined the limits of
agreement. Heart rate, systolic blood pressure (BP), diastolic
BP, and IMR during baselines were compared using a
repeated measures analysis of variance in patients who
completed all 3 hyperaemic agents.
Adenosine IMR > 25 defined elevated microvascular
response as previously described.26 However, defined cutoffs
for acetylcholine and dobutamine IMR are unknown.
Therefore, elevated acetylcholine and dobutamine IMRs were
defined as > 31 and > 29, respectively. These values were
derived based on the 66th percentile of IMR responses. For
reference, the 66th percentile for adenosine IMR was 21.

To investigate how clinical variables may predict agent-
specific IMR outcomes, the association between adenosine,
acetylcholine, and dobutamine IMRs and clinically obtained
variables was assessed. Logistic regression analyses were con-
ducted by dichotomizing the agent-specific IMR responses as
normal or elevated, based on IMR cutoffs described above. All
variables presented in Table 1 (except for medications) were
assessed in the logistic regression analysis. Clinical predictors
with a P � 0.1 were considered for further inclusion in a
multivariate forward regression model. Predictors with a
P > 0.1 and a moderate-to-strong correlation (r > 0.6) with
other variables in the model were removed from the forward
logistic regression model to avoid multicollinearity.

Lastly, to assess whether the acetylcholine and dobutamine
IMR provide additional information over adenosine IMR, a
sensitivity analysis of patients with either an elevated
acetylcholine and/or dobutamine IMR was compared against
patients with normal microvascular responses. This analysis
was completed after exclusion of patients with an abnormal
adenosine IMR. Clinical variables between these patient
groups were compared using an independent samples t-test or
a c2 test, for continuous and categorical variables, respectively.
Analyses were performed using IBM SPSS Statistics
23 (Armonk, NY). Parameter data are presented as
mean � standard deviation, whereas nonparametric data are
presented as count (%). Significance was defined as P < 0.05.
Results
Between February 2016 and July 2019, 198 coronary

assessments were performed. In 26 patients, coronary
assessments were performed without preceding clinic visits.
Complications or technical difficulties occurred in 13 patients
(severe vasospasm requiring repeated boluses of intracoronary
nitroglycerin after 100 mg acetylcholine [n ¼ 3], rapid atrial
fibrillation after 20 mg acetylcholine [n ¼ 1], significant
wire drift noted after procedure [n¼ 1], fractional flow reserve
< 0.80 during adenosine infusions [n¼ 7], and inadequate data
documentation [n ¼ 1]). In addition, 31 patients received
adenosine exclusively. These 70 patients were therefore
excluded. Of the remaining 128 patients, 44 received adenosine
and acetylcholine, and 84 patients received adenosine, acetyl-
choline, and dobutamine. Further clinical characteristics are
presented inTable 1.No differences were observed in all clinical
variables between patient groups (all P > 0.05; Table 1).

The coronary microvascular responses are presented in
Table 2. Overall, 23%, 34%, and 35% of patients demon-
strated elevated adenosine, acetylcholine, and dobutamine
IMR responses, respectively (Table 2). In patients with an
adenosine IMR > 25, only 12 of 30 (40%) patients
demonstrated concurrently elevated acetylcholine IMR (> 31)
responses. Similarly, only 12 of 21 (57%) patients demon-
strated concurrently elevated dobutamine IMR (> 31)



Table 1. Clinical characteristics

Variables All patients Adenosine Acetylcholine

Adenosine Acetylcholine

Dobutamine

n 128 44 84
Age (y) 57 � 12 57 � 14 58 � 11
Sex, female, n (%) 84 (66) 32 (73) 52 (62)
BMI (kg/m2) 28.9 � 6.1 27.1 � 5.5 29.5 � 6.2
Hypertension, n (%) 67 (52) 22 (50) 45 (54)
Diabetes mellitus, n (%) 18 (14) 6 (14) 12 (14)
Hyperlipidaemia, n (%) 58 (45) 22 (50) 36 (43)
Family history, n (%) 49 (38) 20 (46) 29 (35)
Current/former smoker, n (%) 55 (43) 19 (43) 36 (43)
Previous MI, n (%) 41 (32) 11 (25) 30 (36)
Previous PCI, n (%) 28 (22) 11 (25) 17 (20)
Normal angiogram, n (%) 79 (62) 28 (64) 51 (61)
Exercise data

Exertional chest pain, n (%) 41 (32) 20 (46) 21 (25)
Duke Treadmill Score (au) 0.9 � 6.1 0.5 � 6.9 1.1 � 5.7
Positive stress test, n (%) 83 (65) 33 (75) 50 (60)

LV septal thickness (mm) 9.3 � 1.7 9.0 � 1.6 9.5 � 1.7
LA volume index (mL/m2) 26.4 � 8.5 26.6 � 7.8 26.3 � 9.0
Medications

Beta blocker, n (%) 50 (39) 17 (39) 33 (39)
ACEI or ARB, n (%) 52 (41) 18 (41) 34 (41)
Statin, n (%) 78 (61) 27 (61) 51 (61)
Calcium channel blocker, n (%) 39 (31) 17 (39) 22 (26)
Aspirin, n (%) 74 (58) 25 (57) 49 (58)

Low-density lipoprotein (mmol/L) 2.22 � 0.91 2.19 � 0.87 2.24 � 0.94
High-density lipoprotein (mmol/L) 1.47 � 0.52 1.48 � 0.40 1.47 � 0.58
Triglycerides (mmol/L) 1.39 � 0.80 1.30 � 0.67 1.43 � 0.87
C-reactive protein (mg/mL) 2.63 � 3.35 2.29 � 3.24 2.83 � 3.43
Uric acid (mmol/L) 308 � 82 295 � 96 316 � 73
Creatinine (mmol/L) 79 � 18 79 � 19 79 � 17
Thyroid-stimulating hormone (mIU/L) 1.80 � 0.90 1.96 � 0.92 1.71 � 0.88

Mean � SD or count (%). Normal angiogram indicates completely smooth coronary arteries. No differences were observed between groups.
ACEI, angiotensin converting enzyme inhibitors; ARB, angiotensin receptor blocker; au, arbitrary units; BMI, body mass index; LA, left atrial; LV, left ventricle;

MI, myocardial infarction; PCI, percutaneous coronary intervention; SD, standard deviation.
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responses. In 84 patients who underwent all 3 agents, systolic
BP, diastolic BP, and heart rate were unchanged across
baselines (all P > 0.05). A small decrease in baseline IMR was
observed throughout the procedure (P < 0.01); however,
baseline changes in IMR were unrelated to the acetylcholine
IMR (r ¼ 0.12; P ¼ 0.19), or the dobutamine IMR
(r ¼ �0.07; P ¼ 0.53).
Table 2. Coronary microvascular findings

Variables Baseline 1 Adenosine Base

n 128

FFR 0.94 � 0.03 0.90 � 0.04 0.95 �
Tmn (s) 0.77 � 0.37 0.27 � 0.14 0.71 �
IMR 68.2 � 32.2 20.5 � 11.2 63.8 �
Abnormal IMR, n (%) 30 (23) 44 (34) 29 (35
CFR 3.1 � 1.5 2.3 � 1.4 2.2 �
Systolic BP (mm Hg) 129 � 20 119 � 21 132 �
Diastolic BP (mm Hg) 69 � 10 61 � 11 68 �
Heart rate (bpm) 76 � 14 89 � 17 78 �

Statistical analyses were completed in patients who received all 3 hyperaemic ag
Mean � SD or count (%).
BP, blood pressure; CFR, coronary flow reserve; FFR, fractional flow reserve; IM
* Significantly lower than baseline 1 (P < 0.05).
Correlations and agreement of microvascular responses
between hyperaemic agents

In 128 patients, the correlation between adenosine and
acetylcholine IMRs was r ¼ 0.33 (P < 0.01), whereas Bland-
Altman plots demonstrated significant fixed bias (�9.5 �
18.0; P < 0.01; Fig. 1A). The correlation between CFRs was
r ¼ 0.15; P ¼ 0.08. In 84 patients, the correlation between
line 2 Acetylcholine Baseline 3 Dobutamine

128 84

0.03 0.88 � 0.07 0.95 � 0.03 0.89 � 0.06
0.37* 0.36 � 0.20 0.69 � 0.35* 0.37 � 0.22
31.0* 30.0 � 17.3 62.9 � 31.8* 28.3 � 16.3

)
1.1
21 133 � 26 132 � 25 138 � 22
11 69 � 12 70 � 11 61 � 13
14 76 � 18 73 � 12 112 � 22

ents only (n ¼ 84).

R, index of microvascular resistance; SD, standard deviation.



Figure 1. Correlations (left panel) and Bland-Altman plots (right panel) of the index of microvascular resistance (IMR) responses to (A) adenosine
and acetylcholine, (B) adenosine and dobutamine, and (C) acetylcholine and dobutamine. Left panel: solid line indicates the regression slope,
whereas the dashed lines indicate IMR cutoff values for adenosine (> 25), acetylcholine (> 31), and dobutamine (> 29). Right panel: solid line
indicates the mean difference between IMR responses, whereas the dashed lines indicate the limits of agreement (LOA).
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adenosine and dobutamine IMRs was r ¼ 0.51 (P < 0.01),
whereas a significant fixed bias was also observed (�8.2� 16.5;
P < 0.01; Fig. 1B). The correlation between CFRs was r ¼
0.28; P ¼ 0.01. Lastly, in 84 patients, the correlation between
acetylcholine and dobutamine IMRs was r¼ 0.28 (P< 0.01);
no fixed bias was observed (2.5� 20.0; P> 0.05; Fig. 1C). The
correlation between CFRs was r ¼ 0.05; P ¼ 0.68.

Clinical predictors of agent-specific IMR outcomes

Univariate and forward logistic regression analyses are
presented in Table 3. Univariate predictors for an elevated
adenosine IMR were hypertension, diabetes, and
hyperlipidaemia, increasing age, body mass index, thyroid-
stimulating hormone, creatinine, and LV septal thickness
(all P < 0.1). An elevated adenosine IMR was independently
associated with increasing age and LV septal thickness (both
P < 0.05; Table 3). Univariate predictors for an elevated
acetylcholine IMR were male sex, uric acid, creatinine, and
LV septal thickness (all P < 0.1). An elevated acetylcholine
IMR was independently associated with uric acid (P < 0.05;
Table 3). Lastly, univariate and multivariable predictors for an
elevated dobutamine IMR were hypertension and LA volume
index (both P � 0.1; Table 3). Linear regression analyses
using the natural logarithm of the adenosine, acetylcholine,
and dobutamine IMRs produced similar predictors as the
logistic regression analyses (data not shown). Adenosine,
acetylcholine, and dobutamine IMRs were not associated with
previous Percutaneous Coronary Intervention or Myocardial
Infarction, family history, smoking, exertional chest pain,
Duke Treadmill Scores, C-reactive protein, or nonobstructive
epicardial atherosclerotic disease (all P > 0.1).

Sensitivity analysis excluding abnormal adenosine IMR

In 84 patients who received all 3 hyperaemic agents,
21(25%) patients had an adenosine IMR > 25, and were
excluded from the subset analysis. Of the remaining 63
patients, 31 had an elevated acetylcholine and/or dobutamine
Table 3. Logistic regression analyses of clinical predictors associated with a
acetylcholine, and dobutamine

Variable OR (9

Elevated adenosine IMR (>25)
Age (per 5 y) 1.33 (1.1
BMI (per kg/m2) 1.06 (0.9
Hypertension 3.24 (1.3
Diabetes mellitus 2.41 (0.8
Hyperlipidaemia 2.61 (1.1
Thyroid-stimulating hormone (per mIU/L) 1.64 (0.9
Creatinine (per 10 mmol/L) 1.39 (1.0
LV septal thickness (per mm) 1.49 (1.1

Elevated acetylcholine IMR (>31)
Sex (male) 2.82 (1.3
Uric acid (per 10 mmol/L) 1.08 (1.0
Creatinine (per 10 mmol/L) 1.31 (1.0
LV septal thickness (per mm) 1.33 (1.0

Elevated dobutamine IMR (>29)
Hypertension 2.67 (1.0
LA volume index (per mL/m2) 1.07 (0.9

BMI, body mass index; CI, confidence interval; LA, left atrial; LV, left ventricle
IMR. Compared with patients with normal coronary micro-
vascular responses, patients with an elevated acetylcholine
and/or dobutamine IMR were more likely to have exertional
chest pain, lower Duke Treadmill Scores, greater LA volume
index (all P < 0.05; Table 4), and a trend towards increased
LV septal thickness (P ¼ 0.07). In addition, in the 21 patients
who had an elevated adenosine IMR, only 4 (19%) patients
had exertional chest pain. Conversely, 13 (42%) patients with
a normal adenosine IMR, but elevated acetylcholine and/or
dobutamine IMR, had exertional chest paindthe proportion
of exertional chest pain between these groups was similar
(P ¼ 0.08). Lastly, similar results were observed after
excluding patients with an abnormal adenosine IMR and/or
CFR (< 2.0) (data not shown).
Discussion
This study sought to characterize IMR responses to

adenosine, acetylcholine, and dobutamine among patients
referred for possible CMD. The principal findings of this
study are 3-fold. First, IMR responses to each pharmacologic
agent demonstrated weak-to-moderate association, the pres-
ence of fixed bias, and poor limits of agreement. Second,
forward logistic regression analyses identified several clinical
variables that were associated with agent-specific IMR re-
sponses. These clinical predictors were mostly distinct to each
pharmacologic agent. Third, in patients with normal adeno-
sine IMR responses, an elevated acetylcholine and/or dobut-
amine IMR was associated with cardiac and exercise
abnormalities. Taken together, these data suggest that assess-
ing the coronary microvasculature with multiple, mechanis-
tically distinct, hyperaemic agents may provide insight
towards microvascular control mechanisms. These findings
also suggest that the use of adenosine in isolation may not
adequately identify abnormal coronary microvascular
responses.

An elevated adenosine IMR was observed in 23% of pa-
tients, corresponding with previously published data.26 Lee
n elevated index of microvascular resistance (IMR) to adenosine,

Univariate Forward regression model

5% CI), P-value OR (95% CI), P-value

0-1.61), P < 0.01 1.27 (1.03-1.59), P ¼ 0.03
9-1.13), P ¼ 0.08
2-7.98), P < 0.01
4-6.90), P ¼ 0.10
2-6.09), P ¼ 0.03
9-2.68), P ¼ 0.05
8-1.78), P ¼ 0.01
0-2.01), P ¼ 0.01 1.58 (1.10-2.26), P ¼ 0.01

1-6.06), P < 0.01
3-1.15), P < 0.01 1.09 (1.03-1.16), P < 0.01
5-1.64), P ¼ 0.02
2-1.72), P ¼ 0.03

3-6.89), P ¼ 0.05 3.99 (1.21-13.26), P ¼ 0.03
9-1.14), P ¼ 0.07 1.07 (1.00-1.15), P ¼ 0.04

; OR, odds ratio.



Table 4. Clinical predictors of an elevated acetylcholine or dobutamine index of microvascular resistance (IMR) response, excluding patients with an
abnormal adenosine IMR

Variables
High acetylcholine or dobutamine

IMR No abnormalities

P-valuen 31 32

Exertional chest pain, n (%) 13 (42) 4 (13) < 0.01
Duke Treadmill Score (au) �0.7 � 5.5 2.7 � 5.5 0.03
LV septal thickness (mm) 9.8 � 1.2 8.9 � 2.2 0.07
LA volume index (mL/m2) 29.7 � 11.5 22.3 � 4.4 < 0.01

Mean � SD or count (%).
au, arbitrary units; LA, left atrial; LV, left ventricle; SD, standard deviation.
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et al.26 also observed an association between an elevated
adenosine IMR and traditional cardiovascular risk factors (ie,
age, hypertension, diabetes mellitus, and body mass index).
The current study supports the findings by Lee et al. and
suggests that both age and LV septal thickness were inde-
pendently associated with an elevated adenosine IMR. These
data suggest that adenosine IMR may identify structural limits
of microvascular dilatation rather than a functional abnor-
mality. Abnormal microvascular structure has been docu-
mented in patients with hypertrophic cardiomyopathy,27

whereas microvascular rarefactions are commonly observed
in patients with hypertension, obesity, and diabetes.28 Fujii
et al.29 showed a drop in perfusion pressure from the
epicardial arteries to the endocardial microvasculature in hy-
pertensive dogs due to anatomic changes. To the extent that
this is true in humans, the prognostic significance of adeno-
sine IMR may fundamentally be structural in origin.

The current study observed poor agreement between the
microvascular responses to adenosine and acetylcholine, sup-
porting previous work.30 In addition, clinical predictors
associated with elevated IMR responses differed between
agents. Particularly, acetylcholine IMR was independently
associated with uric acid, supporting the relevance of uric acid
in the control of acetylcholine-induced vasoreactivity.31 The
authors speculate that this association may reflect abnormal-
ities with xanthine oxidase, which may facilitate excessive free
radical production and drive endothelial dysfunction. In
support of this, allopurinol and oxypurinol, xanthine oxidase
inhibitors, have been shown to improve brachial artery flow-
mediated dilation32 (a strong correlate to the acetylcholine
IMR19) and acetylcholine-mediated coronary flow responses
in patients undergoing angiography or PCI.33 Whether
xanthine oxidase inhibitors can improve coronary microvas-
cular function in patients with an abnormal acetylcholine
IMR should be further investigated.

Moderate association between adenosine and dobutamine
IMR was observed in the current study. Stronger agreement
between coronary flow velocity responses to adenosine and
dobutamine has been previously observed;34 however, no
study to our knowledge has applied thermodilution tech-
niques to quantify the IMR responses to both hyperaemic
agents in patients with suspected CMD. In addition, the
current study observed independent associations between
dobutamine IMR, hypertension, and LA volume index. These
associations likely relate to abnormal sympathetic activation.
Hypertension is associated with elevated cardiac norepineph-
rine spillover,35 whereas experimentally upregulating cardiac
sympathetic activity in animal models can cause adverse atrial
remodelling.36 These data raise the possibility that the coro-
nary microvascular response to dobutamine reflects abnormal
cardiac sympathetic nerve activity.

Given the well-established utility of adenosine-mediated
coronary vasodilation, it is reasonable to question the rele-
vance of the microvascular responses to acetylcholine and
dobutamine. It is possible that the prognostic significance of
these responses is limited to those patients with anatomically
abnormal microvasculature, which would be identified using
adenosine. However, when excluding patients who demon-
strated an abnormal adenosine IMR, patients with an elevated
acetylcholine and/or dobutamine IMR presented with func-
tional abnormalities including greater burden of exertional
chest pain, higher risk graded exercise tests, and increased LA
volume index. We hypothesized that this patient group would
also be at increased risk of adverse cardiovascular events, and
would benefit from targeted therapies.

Clinical relevance

Standardizations set by the Coronary Vasomotion Disor-
ders International Study Group have recently defined CMD
as abnormal coronary microvascular responses to either
adenosine and/or acetylcholine37donly when acetylcholine
provokes epicardial vasospasm or ischemic symptoms is the
classification of microvascular dysfunction altered.37 Further-
more, similar pharmacologic therapies are used for patients
with abnormal adenosine-mediated microvascular responses
and/or acetylcholine-mediated microvascular spasms,38 sug-
gesting that these coronary abnormalities are pathologically
similar. The poor association between hyperaemic agents in
the current study challenges previous observations and sug-
gests that interrogating the coronary microvasculature with
multiple mechanistically distinct hyperaemic agents may
provide information related to a wider range of microvascular
control mechanisms.

Limitations

First, our data suggest weak-to-moderate correlations be-
tween hyperaemic agents; however, our patient volumes are
not yet large enough to clearly delineate discrete phenotypes.
Second, there are good clinical data providing cutoff values for
adenosine IMR,13,15,16 but no such data exist for acetylcholine
or dobutamine, important when interpreting the logistic
regression analyses in the current study. However, linear
regression modelling produced similar findings. In addition,
we do not present long-term clinical outcome data. It is un-
clear whether the mathematically derived cutoffs for abnormal
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acetylcholine or dobutamine responses predict clinically rele-
vant events. Larger studies with long-term follow-ups are
required to determine whether the acetylcholine and dobut-
amine IMR cutoffs used in this study are of clinical utility.
Third, we did not randomize the order of adenosine, acetyl-
choline, and dobutamine. We observed a minor reduction in
baseline IMRs, likely due to patient discomfort during the
procedure. Nonetheless, we cannot exclude the possibility of a
minor persistent effect from the preceding hyperaemic agent;
however, any residual effect would serve to increase, not
decrease, the correlation between agents. In addition, no
relationship between changes in baseline IMR and subsequent
agent-specific IMR responses was observed. Fourth, persistent
symptoms of ischemic chest pain were a primary inclusion
criterion in the current study. Unfortunately, we were unable
to obtain objective measures of ischemia or angina burden in
our patient cohort. Lastly, valid measures of IMR during all
hyperaemic agents are reliant on the quality of saline in-
jections, sensor wire position, and adequate guide seating
without damping. However, despite these inherit limitations,
thermodilution is superior relative to Doppler-derived coro-
nary flow velocities.14,39 Furthermore, it is unclear whether
epicardial responses to acetylcholine and/or dobutamine can
influence the validity of IMR responses. However, large re-
ductions in the fractional flow reserve, which were not
observed in the current study, are likely required in order for
epicardial vasomotion to significantly influence acetylcholine
and/or dobutamine IMR responses. To assess for the effect of
epicardial vasomotion, the data were analyzed both with the
observed IMR and corrected IMR using Yong’s correction for
epicardial stenosis.40 No significant differences were seen be-
tween these analyses (data not shown).
Conclusions
In conclusion, the coronary microvascular responses to

adenosine, acetylcholine, and dobutamine demonstrated
weak-to-moderate association, suggesting that multiple
mechanistically distinct pharmacologic agents may help
interrogate different microvascular control mechanisms. In
addition, adenosine in isolation may not adequately identify
abnormal coronary microvascular responses, as adenosine
failed to identify a subset of patients with exertional chest
pain, higher risk exercise stress tests, and altered cardiac
structure. Future studies should therefore determine if a
comprehensive coronary microvascular assessment can
improve patient classification and subsequent treatment stra-
tegies in patients with suspected CMD.
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