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A B S T R A C T

Recent modeling and experimental evidence suggests clearance of soluble metabolites from the brain can be
driven by low frequency flow oscillations (LFOs) through the intramural periarterial drainage (IPAD) pathway.
This study investigates the use of 4D flow MRI to derive LFOs from arterial and venous measures of blood flow.
3D radial 4D flow MRI data were acquired on a 3.0 T scanner and reconstructed using a low-rank constraint to
produce time resolved measurements of blood flow. Physical phantom experiments were performed to validate
the time resolved 4D flow against a standard 2D phase contrast (PC) approach. To evaluate the ability of 4D flow
to distinguish physiologic flow changes from noise, healthy volunteers were scanned during a breath-hold (BH)
maneuver and compared against 2D PC measures. Finally, flow measures were performed in intracranial arteries
and veins of 112 participants including subjects diagnosed with Alzheimer’s disease (AD) clinical syndrome
(n = 23), and healthy controls (n = 89) on whom apolipoprotein ɛ4 positivity (APOE4+) and parental history
of AD dementia (FH+) was known. To assess LFOs, flow range, standard deviation, demeaned temporal flow
changes, and power spectral density were quantified from the time series. Group differences were assessed using
ANOVA followed by Tukey-Kramer method for pairwise comparison for adjusted means (P < 0.05).
Significantly lower LFOs as measured from flow variation range and standard deviations were observed in the
arteries of AD subjects when compared to age-matched controls (P = 0.005, P = 0.011). Results suggest altered
vascular function in AD subjects. 4D flow based spontaneous LFO measures might hold potential for longitudinal
studies aimed at predicting cognitive trajectories in AD and study disease mechanisms.

1. Introduction

AD is currently the 6th leading cause of death in the United States,
and the only leading cause of death with rising prevalence (Dementia:
Fact sheet N°362. World Health Organization (WHO), 2019). AD has no
curative treatment. There is some indication that optimizing brain
health including vascular health may buffer the disease and slow cog-
nitive decline (The SPRINT MIND Investigators for the SPRINT
Research Group, 2019). Associations between cerebrovascular and AD
pathology (Arvanitakis et al., 2016; Sweeney et al., 2019, 2018, 2015;
Toledo et al., 2013; Wåhlin and Nyberg, 2019) suggest a potential
compounding influence of vascular disease on the pathologic trajectory
of AD. Yet, the mechanisms relating vascular and AD disease are not

clear due to lack of systematic study of AD biomarkers over time to-
gether with corresponding comprehensive vascular biomarkers.

Although the brain lacks a traditional lymphatic system for clearing
waste products, it has been hypothesized that the brain possesses al-
ternative pathways – the glymphatic system and intramural periarterial
drainage (IPAD) (Hawkes et al., 2014)), both of which involve cerebral
artery motion. This vascular motion includes induced vessel caliber
changes from both the cardiac cycle pulsations (Weller et al., 2009) and
arterial wall smooth muscle oscillations which induce low frequency
flow oscillations (LFOs) (Diem et al., 2017). The relative contribution of
these motions to metabolite clearance is poorly understood. Data sug-
gests decreased vascular elasticity may cause both diminished cardiac
cycle induced vessel caliber changes and diminished LFOs, thereby

https://doi.org/10.1016/j.nicl.2020.102379
Received 16 April 2020; Received in revised form 10 July 2020; Accepted 7 August 2020

⁎ Corresponding author at: University of Wisconsin-Madison, Rm 1133, Wisconsin Institute for Medical Research, 1111 Highland Ave, Madison, WI 53705-2275,
USA.

E-mail address: kmjohnson3@wisc.edu (K.M. Johnson).

NeuroImage: Clinical 28 (2020) 102379

Available online 12 August 2020
2213-1582/ © 2020 The Author(s). Published by Elsevier Inc. This is an open access article under the CC BY-NC-ND license 
(http://creativecommons.org/licenses/BY-NC-ND/4.0/).

T

http://www.sciencedirect.com/science/journal/22131582
https://www.elsevier.com/locate/ynicl
https://doi.org/10.1016/j.nicl.2020.102379
https://doi.org/10.1016/j.nicl.2020.102379
mailto:kmjohnson3@wisc.edu
https://doi.org/10.1016/j.nicl.2020.102379
http://crossmark.crossref.org/dialog/?doi=10.1016/j.nicl.2020.102379&domain=pdf


slowing clearance of metabolites (Di Marco et al., 2015; Plog and
Nedergaard, 2018).

Magnetic resonance imaging (MRI) is a non-invasive technology
that can be used longitudinally, and offers a vast array of techniques to
probe key components of vascular involvement in AD; however, past
and ongoing studies in AD have largely inferred vascular disease based
on the quantification of white matter hyperintensities (WMH) seen on
T2 FLAIR MRI (Wardlaw et al., 2013) and from reduced cerebral blood
flow (CBF). Such studies have found correlations with AD and hypo-
perfusion (Clark et al., 2017), WMH burden (Birdsill et al., 2014), and
decreased intracranial macrovascular blood flow (Berman et al., 2017,
2015; Rivera-Rivera et al., 2017, 2016); though, hypoperfusion and
WMH’s are not specific to cerebral vascular pathology and occur in
other diseases and in normal aging (Alber et al., 2019). More specific
measures are needed to elicit the mechanisms of involvement between
cerebrovascular disease (CVD) and AD pathologies. LFOs can provide
measures of active vascular distention, a potential driving force of
metabolic clearance in the brain. Further, LFOs can be used to probe
physiologic, autoregulatory flow changes. Recent studies using near-
infrared spectroscopy (NIRS) have shown alterations of LFOs in cog-
nitive decline and cerebrovascular disease (Andersen et al., 2018;
Quaresima and Ferrari, 2016; Zeller et al., 2019). Further, LFOs from
fMRI BOLD techniques (Obrig et al., 2000; Tong et al., 2019a, Tong
et al., 2012) have shown large interference with resting state con-
nectivity mapping.

Intracranial four-dimensional (4D) flow MRI has the potential to
measure LFOs overcoming fundamental limitations of other techniques
such as the neural signal contamination of fMRI BOLD or depth sensi-
tivity of NIRS. 4D flow MRI has the ability to probe vessels directly;
however, this has not been possible in past studies due to relatively
slow data acquisition of 4D flow MRI protocols. Time-resolved, three-
dimensional, phase contrast velocimetry measurements, well known as
4D flow MRI, can be accelerated using 3D radial sampling to enable
high spatial resolution and field-of-view needed to provide whole brain
coverage and the quantification of blood velocities in the brain’s
feeding arteries and draining veins (Johnson et al., 2008; Rivera-Rivera
et al., 2016; Vikner et al., 2019). 4D flow MRI has also been used to
probe transcranial vascular stiffness in AD subjects by means of pulse
wave velocity (PWV), the gold standard non-invasive biomarker of ar-
terial stiffness (Laurent et al., 2006; Rivera-Rivera et al., 2020). Higher
PWV was measured in AD dementia clinical syndrome when compared
to age-matched controls. In that study, 4D flow was combined with a
constrained reconstruction approach in order to increase the temporal
resolution of the reconstructed cardiac phase; however, in order to
measure LFOs, instead of reconstructing the high frequency cardiac
phases (e.g. the cardiac cycle), a time resolved reconstruction that al-
lows characterization of lower frequencies (e.g. < 0.2 Hz) is desirable.

Here we used a constrained reconstruction based on low-rank re-
presentation of 4D flow data to investigate the feasibility of LFO mea-
sures from intracranial arteries and veins. The high frame rate time
reconstruction allowed tracking of brain vascular physiological changes
such as autoregulation and respiration effects. Flow rates from the 4D
flow reconstruction were validated against standard 2D methods in
phantom and volunteer experiments. Subsequently, LFOs were mea-
sured in the intracranial arteries and veins of AD subjects, older cog-
nitively unimpaired controls, and healthy late middle-aged subjects
with apolipoprotein ɛ4 positivity (APOE4+) and parental history of AD
dementia (FH+). It was hypothesized LFOs would be quantifiable and
distinguishable from noise, and diminished in AD subjects.

2. Materials and methods

2.1. Phantom validation experiments

A physical model was used to validate flow measurements from the
constrained 4D flow MRI reconstruction against a standard 2D PC MRI

reconstruction approach. The phantom model consisted of a straight,
transparent poly-vinyl chloride (PVC) perfusion tube (inner dia-
meter = 6 mm, outer diameter = 9 mm) connected to a positive dis-
placement pulsatile pump with a hemodynamic conditioning head
(BDC PD-1100, BDC Laboratories, Wheat Ridge, CO). The pump gen-
erated a sinusoidal waveform at 60 beats per minute (bpm). A mixture
of 60% glycerol and 40% distilled water was used for a viscosity similar
to that of blood (3.5cP) (Summers et al., 2005). Three experiments were
performed; during these experiments, flow rate was varied cyclically
from a reference flow rate of 17 mL/s along the inner diameter of the
straight tube as determined from probe measurements (Transonic PXL
Flowsensor) performed before and after each experiment. During the
first experiment, flow rate was varied every minute throughout the
length of the scan by± 20%. For the second and third experiments,
flow rate was varied by± 10% and±5% respectively. In a fourth ex-
periment, flow rate was varied by± 20%; however, MRI acquisitions
were acquired will all encodings first-order gradient moment nulled
(e.g. flow compensated) in order to estimate measurement variances
while maintaining similar levels of inflow-based enhancement. Addi-
tional details of these experiments are described below in section 2.4.1
Imaging protocol.

2.2. Volunteers breath-hold experiments

To evaluate the ability of 4D flow to distinguish physiologic changes
from noise in vivo, five healthy volunteers (mean age = 28 ± 4y, 2F)
were scanned with a protocol which included a breath hold (BH)
maneuver during 4D flow and 2D PC MRI acquisitions. The volunteers
were trained to perform a single ~20 s BH after a long inspiration.
Volunteers were signaled from the control room and the BH was per-
formed halfway through the scan.

2.3. Subjects and clinical classification

Study participants were recruited from the Wisconsin Alzheimer’s
Disease Research Center (WADRC) and Wisconsin Registry for
Alzheimer’s Prevention (WRAP) (Johnson et al., 2018). Data from 112
subjects (mean age = 66 ± 10 years) were analyzed (demographic
data, Table 1). Study groups included cognitively healthy older adults,
AD dementia clinical syndrome subjects, and cognitively healthy late
middle-aged adults. The late middle-aged (age 45 to 65 years) subjects
were classified into two groups, APOE4-, FH-, and APOE4+, FH+, due
to absence or presence of both APOE4 allele and parental family history
of AD dementia. Participants were diagnostically characterized in the
Wisconsin ADRC’s multidisciplinary consensus conferences using ap-
plicable clinical, laboratory, and imaging criteria (Albert et al., 2011;
Jack et al., 2018; McKhann et al., 1984, 2011; Sperling et al., 2011).
The University of Wisconsin Institutional Review Board approved all
study procedures and protocols following the policies and guidance
established by the campus Human Research Protection Program
(HRPP). All study procedures were performed according to the De-
claration of Helsinki, including obtaining written informed consent
from each participant. Subjects were excluded if given a consensus di-
agnosis of a non-Alzheimer’s variant of dementia (e.g. Frontotemporal
Dementia, Lewy Body Dementia, or Vascular Dementia). In addition,
exclusion criteria overseen by the clinical supervising physician (C.M.C)
included significant medical conditions such as major systemic illness
or cancer. MRI scans were reviewed by a neuroradiologist (H.A.R.) for
incidental findings.

2.4. Imaging protocol

2.4.1. Phantom validation experiments
Time-resolved 2D and 3D PC MRI data were acquired on a 3.0 T

system (MR750, GE Healthcare) using radial acquisitions (Johnson
et al., 2008) and a 32‐channel head coil (Nova Medical, Wilmington,
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MA). For 2D PC MRI, data were acquired with the following imaging
parameters: field of view = 22 × 22cm2, slice thickness = 10 mm, TR/
TE = 8.6/3.9 ms, and number of projections ~21,000. For 3D, para-
meters were: acquisition imaging volume = 22 × 22 × 10 cm3, TR/
TE = 8.6/2.5 ms, number of projections ~10,500. For both 2D and 3D
acquisitions, scan time was ~ 6 min, acquired spatial resolu-
tion = 0.7 mm (in plane for 2D, isotropic for 3D), flip angle = 8°,
bandwidth = 250 kHz, and Venc = 120 cm/s. For 2D, a single slice
orthogonal to the tube length was acquired.

2.4.2. Volunteer breath-hold experiments
Using the same scanner and coil as for the phantom experiments,

time-resolved radial 2D and 3D PC MRI were acquired with the fol-
lowing imaging parameters: for the 2D acquisition, field of
view = 22 × 22cm2, slice thickness = 5 mm, TR/TR = 8.6/4.1 ms,
number of projection ~22 000, Venc = 80 cm/s; for the 3D acquisition,
imaging volume = 22 × 22 × 10cm3, TR/TE = 8.6/2.6 ms, number of
projections ~11 000, and Venc = 100 cm/s. For both 2D and 3D scans,
acquired spatial resolution = 0.7 mm (in plane for 2D, isotropic for
3D), flip angle = 8°, and bandwidth = 250 kHz. The 2D single slice
scan was acquired axial to the posterior inferior portion of the superior
sagittal sinus (SSS). Compared to phantom validation experiments, a
smaller slice thickness (e.g. 5 mm) was prescribe in volunteer experi-
ments to improve plane alignment with respect to vessel curvature. The
4D flow scan was volumetric, thus included both arteries and veins. A
slightly higher Venc was prescribe for the 4D flow scan to avoid po-
tential arterial velocity aliasing during the physiological challenge.

2.4.3. MR imaging in study subjects
Volumetric, time-resolved 3D PC MRI data were acquired using the

same scanner and head coil as for the phantom and volunteer experi-
ments. Data were acquired using the same radial sequence with the
following imaging parameters: Venc = 80 cm/s, imaging vo-
lume = 22 × 22 × 10 cm3, TR/TE = 7.4/2.7 ms, scan time ~7.2 min,
acquired spatial resolution = 0.7 mm isotropic, flip angle = 8°,
bandwidth = 250 kHz, number of projections ~11,000. Cardiac trig-
gers were collected for each subject from a photoplethysmogram on a
pulse oximeter worn on the subject’s finger during the exam. T1-
weighted data were also acquired using a 3D inversion-recovery pre-
pared fast spoiled gradient-echo sequence using the following para-
meters: inversion time (TI) = 450 ms, TR = 6.0 ms, TE = 2.2 ms, flip
angle = 12°, imaging volume = 25.6x × 25.6 × 13.0 cm3, in-plane
resolution 1 mm, slice thickness = 1.2 mm. Cushions inside the head
coil were used to reduce head movement during scanning. CSF and
intracranial volume (ICV) were segmented using SPM12 (www.fil.ion.
ucl.ac.uk/spm) as described previously (Allison et al., 2019). In addi-
tion, 3D T2-weighted fluid attenuated inversion recovery (FLAIR)
images were acquired using TI = 1868 ms, TR = 6000 ms,
TE = 123 ms, flip angle = 90°, FOV = 25.6 × 25.6 cm2, slice thick-
ness = 2.0 mm and spatial resolution = 1 × 1 × 2mm3. Subsequently,

T2FLAIR images were evaluated by two neuroradiologists (H.A.R., L.
E.) blinded to clinical variables. From T2FLAIR images white matter
hyperintensity (WMH) burden was quantified using the Cardiovascular
Health Study (CHS) scale, where a “0″ represents no evidence of WMH
lesion and a “9” reflects involvement of all white matter (Manolio et al.,
1994; Moghekar et al., 2012).

2.5. Image reconstruction and post processing

2.5.1. High frame rate time-resolved 4D flow reconstruction
Images were retrospectively reconstructed using GPU accelerated

(SigPy) (Ong and Lustig, n.d.) iterative SENSE (Pruessmann et al.,
1999) with JSENSE (Ying and Sheng, 2007) sensitivity maps and a
local-low rank temporal constraint (Jimenez et al., 2018; Trzasko and
Manduca, 2011). The low rank temporal constraint was enforced using
a nuclear norm minimization. Reconstructions were performed with
block shifting of a 16x16x16 block and an empirically tuned regular-
ization parameter (λ = 0.0001). Reconstruction time was approxi-
mately 13 h.

Velocity data time series were reconstructed into 100 frames. The
temporal constraint reconstruction was used to lessen noise and arti-
facts inherent with high frame rate binning of undersampled data. In
addition, spatial resolution was traded off for higher temporal binning
and images were reconstructed to an isotropic spatial resolution of
1.38 mm.

2.5.2. Standard 2D PC and 4D flow MRI reconstructions
Iterative SENSE was also used to reconstruct 2D PC MRI data from

both phantom and volunteer experiments. No temporal or spatial con-
straint was necessary since data were not substantially undersampled.
Similar to 4D flow, 2D PC images were reconstructed to 100 time
frames.

4D flow MRI data were also reconstructed with gating to the cardiac
cycle. This was done to compare high frequency cardiac variations with
LFO measures derived from time reconstructed images. As described in
previous work (Rivera-Rivera et al., 2017), these images were re-
constructed using SENSE, spatial resolution was 0.7 mm isotropic, and
20 cardiac phases that were retrospectively generated (temporal re-
solution ~50 ms) using vendor supplied detected gate positions from a
pulse oximeter.

2.5.3. Velocity and flow processing
The time series of the magnitude data were inspected for motion

artifacts (L.A.R.R.) and subjects with evidence of moderate motion (> 1
voxel) were excluded from the analysis. Subject flow measurements
were derived in the internal carotid artery (ICA) bilaterally and in the
posterior inferior portion of the superior sagittal sinus (SSS).
Measurements were performed in MATLAB on the time-resolved data
(Schrauben et al., 2015). Cross-sectional area and vessel lumen were
automatically outlined from time-average 4D flow and 2D PC datasets.

Table 1
Demographic information.

Total (n = 112) AD (n = 23) Older Cognitively healthy
(n = 36)

Middle-aged APOE4+, FH+
(n = 23)

Middle-aged APOE4-, FH-
(n = 30)

Age (years) 66 ± 10 72 ± 10 73 ± 7 59 ± 3 57 ± 5
Female (n, %) 76, (68%) 16, (70%) 21, (58%) 17, (74%) 22, (73%)
Parental dementia history positive (n,

%)
36, (32%) 11, (48%) 2, (6%) 23, (100%) 0, (0%)

APOE ɛ4 carrier (n, %)* 33, (29%) 9, (39%) 1, (3%) 23, (100%) 0, (0%)
SBP (mmHg) 127 ± 18 132 ± 20 132 ± 23 123 ± 11 122 ± 14
DBP (mmHg) 77 ± 8 75 ± 7 77 ± 10 76 ± 7 79 ± 7
HR (bpm) 60 ± 9 61 ± 10 62 ± 9 61 ± 7 59 ± 10
CHS scores 2.3 ± 1.7 3.5 ± 2.3 2.7 ± 1.6 1.4 ± 0.6 1.6 ± 1.0

Abbreviations: AD, Alzheimer’s disease; APOE, apolipoprotein E; FH, family history; DBP, diastolic blood pressure; HR, heart rate; SBP, systolic blood pressure; CHS,
Cardiovascular Health Study. Seven subjects not genotyped (five AD, two middle-age APOE4-, FH-); carrier refers to presence of at least one APOE ɛ4 allele.
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Flow rates were estimated from the product of cross-sectional areas and
velocities. Background phase correction of velocities were performed by
fitting polynomials through the phase of static tissue. The vasculature
was segmented using a centerline process with local cut-planes auto-
matically placed in every centerline point perpendicular to the axial
direction of the vessel. Time-averaged regions of interest (ROIs) were
automatically contoured using a k-means clustering approach under the
assumption that any cross section will contain a low-signal background
and a vessel region. Besides flow, max velocity was also measured in the
ICA and SSS. Max velocity was the maximum velocity enclosed in the
vessel mask. This velocity measurement closely corresponds to the max
velocity measure that might be derived from ultrasound, and it is also
less sensitive to the vessel mask. Phantom data were also processed in
MATLAB, and flow measurements on 4D datasets were performed in the
same location of the 2D scan slice.

2.5.4. LFO analysis
Velocity and flow range (max – min) were estimated for both time-

resolved reconstructed data (flow range during scan length) and cardiac
cycle reconstructed data (flow range during the cardiac cycle (e.g. high
frequency changes)). Demeaned flow changes were also quantified from
the time series. Standard deviations ( ) of the flow profiles throughout
the scan length were also estimated as a marker for LFOs. Further,
standard deviations were normalized to total brain volume (ICV-CSF).
Average blood flow rates were also quantified. Fourier transforms were
performed on the flow and velocity time series and the power spectral
density (PSD) of flow and velocity oscillations were calculated between
0.002 and 0.116 Hz. To compare hemodynamic response between
groups, mean PSD were estimated. Measurements of transcranial pulse
wave velocity (PWV) were included as described previously (Rivera-
Rivera et al., 2020) in order to compare with LFO analysis.

2.5.5. Statistical analysis
Velocity and flow metrics were compared between groups.

Furthermore, heart‐rates, systolic, and diastolic blood pressure differ-
ences were evaluated between AD and age-matched controls as well as
between late middle-aged APOE4+, FH+ and APOE4-, FH- subjects.
The differences in these measurements were assessed using ANOVA
followed by post hoc analysis using the Tukey‐Kramer method.
Statistical analysis was performed in MATLAB. P < 0.05 was set as the
threshold for statistical significance.

3. Results

3.1. Phantom experiments

Temporal resolution in phantom experiments was 3.6 s in both 4D
and 2D scans. Findings from the phantom experiments are summarized
in Fig. 1. Good agreement between 2D and 4D flow measures was found
with larger standard deviation in 4D measurements. The average tem-
poral mean of 2D and 4D flow measurements were: 17 mL/s, 17 mL/s
for 20% variation (a), 17 mL/s, 17 mL/s for 10% variation (b), and
17 mL/s, 17 mL/s for 5% variation (c). The standard deviation, min and
max of 2D and 4D flow measurements were: 2.6 [13, 21] mL/s, 2.6 [12,
21] mL/s for 20% variation (a), 1.3 [15, 19] mL/s, 1.3 [15, 19] mL/s
for 10% variation (b), and 0.65 [16, 19] mL/s, 0.71 [15, 19] mL/s for
5% variation (c). The standard deviation of the flow compensated ac-
quisition were 0.04 mL/s for 2D and 0.15 mL/s for 4D (histogram of the
flow rates (d)). Inflow and intravoxel dephasing effects on these data
were observed in the magnitude signal time series (supplementary
Fig. 1).

3.2. Volunteer breath-hold experiments

Volunteer BH data are showed in Fig. 2. Scan time was 6.3 min for a
temporal resolution of 3.8 s in both 4D and 2D scans. Volunteer

breathing patterns were recorded during the scans using respiratory
bellows and these records are available in supplementary Fig. 2. The
temporal location of the 20 s BH is marked in Fig. 2 as visually de-
termined from respiratory bellow data. Overall, good agreement is
observed between 2D and 4D flow measurements in the SSS; however, a
larger response to the BH was measured using the 2D technique in most
volunteers. 2D measurements also showed larger standard deviation
throughout the time series. A quantitative summary is available in
Table 2.

3.3. Study subjects

For the study subjects, temporal resolution of 4D data was 4.3 s
(scan time ~7.2 min). No significant differences (P > 0.05) between
blood pressure (systolic and diastolic) and heart rate were found be-
tween AD, age-matched controls, or between middle-aged APOE4+, FH
+ and middle-aged APOE4-, FH- groups. WMH burden CHS scores were
largest in the AD group (CHS = 3.5 ± 2.3) (Table 1), but differences
were not significant when compared to age-matched controls
(CHS = 2.7 ± 1.6). No significant differences in CHS scores were
found between middle-aged APOE4-, FH- (CHS = 1.4 ± 0.6) and
middle-aged APOE4+, FH+ (CHS = 1.6 ± 1.0). Time-resolved 4D
flow magnitude images were inspected for bulk motion. Data from
subjects described in Table 1 did not show evidence of major motion
(> 1 voxel) during the 7.2 min scan; however, of the 126 subjects
imaged, 14 subjects had identifiable motion and were excluded. An
example dataset of bulk motion is included as supplementary Fig. 3
(.GIF animation).

Demeaned ICA flow LFOs for every subject are displayed as intensity
plots in Fig. 3. LFOs in the ICA were noticeably smaller in the AD group
(a). LFOs were largest in APOE4+, FH+ (d), followed by APOE4-, FH-
(c) and age-matched controls (b). Flow range from low frequency data
(a) (time-resolved recon) and high frequency cardiac data (b) (cardiac-
resolved recon) are summarized in Fig. 4. A significantly reduced low
frequency range of flow in the ICA was measured in AD subjects when
compared with age-matched controls and the other groups (AD vs age-
matched control ICA flow range P = 0.005) (P-values from group
comparisons are in Table 3). A similar trend was observed in the high
frequency cardiac range measurements, where AD group flow range
was lower, although not significantly.

Standard deviations of ICA blood flow (Fig. 5(a)) during the time-
resolved acquisition were also significantly lower in AD when com-
pared to others (AD vs age-matched control flow standard deviation
P = 0.011, other group comparisons p-values are summarized in
Table 3). After normalizing ICA standard deviation to brain volume,
significant differences between AD and age-matched controls persisted
(Fig. 5(b)) (AD vs age-matched control normalized flow standard de-
viation P = 0.040). Lower average blood flow rates (Fig. 6) in both the
ICA and SSS were measured in the AD group followed by age-matched
control, APOE4-, FH-, and APOE4+, FH+ groups.

Group flow PSDs are summarized in Fig. 7. Lower LFOs were
measured in AD subjects PSD (Fig. 7(a, c)) in arteries and veins when
compared to age-matched controls and the other groups. Largest flow
LFOs were measured in the PSD of the APOE4+, FH+ subjects
(Fig. 7(b, d)).

Results for max velocity range, standard deviation, and PSDs are
shown in supplementary Figs. 4–6 and supplementary Table 1. Max
velocity group differences were similar to flow group differences.
Linear regression age analysis of max velocity low frequency range and
standard deviation (supplementary Fig. 7) showed weakly linear cor-
relation coefficients in both groups, with late middle-aged APOE4+,
FH+ adults demonstrating higher average values for both parameters
and a positive slope, compared to a negative slope in late middle-aged
APOE4-, FH- adults. Transcranial PWV measures along the ICA are
summarized in supplementary Fig. 8. Transcranial PWV was sig-
nificantly higher in AD subjects (vs age-matched controls P < 0.001,
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vs APOE4-, FH- P < 0.001, vs APOE4+, FH+ P < 0.001), while age-
matched controls and APOE4+, FH+ has similar PWV (P = 0.923).
APOE4-, FH- had the lowest PWV in this cohort (vs APOE4+, FH+
P = 0.002, vs age-matched control P = 0.005). Regression analysis of
transcranial PWV (supplementary Fig. 9) showed a weak correlation
with blood flow range (R2 = 0.058) (a) and blood flow standard

deviation (R2 = 0.051) (b).

4. Discussion

This study evaluated intracranial arterial and venous LFOs in AD
subjects, age-matched controls, late middle-aged healthy subjects with

Fig. 1. Line plots (a, b, c) and a histogram (d)
showing flow results from phantom experiments
where 4D and 2D scans were acquired (scan
time = 6 min, temporal resolution = 3.6 s)
axially to a straight poly-vinyl chloride (PVC)
tube that was connected to a pulsatile pump that
generated a sinusoidal flow waveform at a rate
of 60 beats per minute (bpm). Pump flow rates
were varied each minute throughout the scan by
factors of: ± 20% (a),± 10% (b), and±5% (c).
In a fourth experiment, flow was varied
by±20% (d); however, MRI acquisitions were
first-order gradient moment nulled (e.g. flow
compensated) to estimate measurement var-
iances. The histogram of the flow compensated
acquisitions showed larger variance in 4D mea-
sures compared to 2D.

Fig. 2. Line plots showing 4D and 2D flow data
measured in the superior sagittal sinus (SSS) in five
healthy volunteers during a 20 s breath hold (BH).
Both scans were 6.3 min long (temporal resolu-
tion = 3.8 s). Subjects were instructed to hold their
breath after a long inspiration; after 20 s the subjects
were instructed to end the BH. Rectangle bars in-
dicate when BHs occurred. Both 4D and 2D scans
data demonstrated a physiological response to the
BH; however, a larger flow response and standard
deviation was observed in 2D measurements.
Respiratory bellow data is available in supplemen-
tary Fig. 2.
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APOE4+, FH+ and APOE4- and FH- using time reconstructed 4D flow
MRI. High frame rate, ungated 4D flow imaging was achieved using a
local low-rank constrained approach. First, the high frame rate 4D re-
construction was validated against a standard 2D PC method in a
phantom model, in which, good agreement between techniques was
observed. Second, 4D PC was validated in vivo in healthy volunteers in
a scan that included a 20 s BH in order to demonstrate the capacity to
distinguish physiological changes from noise. Good agreement was also
found in in vivo experiments between 4D and 2D methods, and BH
induced flow variations were characterized from the time series. Using
4D flow, diminished LFOs were measured in AD subjects compared to
age-matched controls, APOE4+, FH+, and APOE4-, FH-. These results
suggest decreased vasomotion in the cerebrovasculature of clinically
diagnosed AD subjects. In addition, the largest LFOs were measured in
late middle-aged adults with APOE4+ and FH+. Notably, this is the
first study that uses high frame rate, time reconstructed, 4D flow MRI to
quantify intracranial LFOs in AD subjects.

LFO findings in this work agree well with other studies that used
NIRS in mild cognitively impaired (MCI), older healthy subjects, and
younger healthy subjects. In prior work (Zeller et al., 2019), lower LFOs
were observed in MCI when compared to healthy elderly subjects.
Further, in our study, the late middle-aged APOE4+, FH+ group
(higher AD risk) showed higher intensity LFOs in the ICA and SSS when
compared with the late middle-aged APOE4-, FH- group (lower AD
risk), a result which might indicate to potential compensatory pro-
cesses. The origin of observed LFOs has not been conclusively

determined; LFOs studies using NIRS or fMRI have related LFOs signal
to autoregulation mechanisms, partial pressure of carbon dioxide
(paCO2), respiratory modulated fluctuations, blood pressure changes,
and low frequency neuronal waves, among other origins (Tong et al.,
2019b). LFOs variation can be induced during physiological challenges
such as hypercapnia (Obrig et al., 2000), showing sensitivity in flow/
vascular distension. Multimodal NIRS/fMRI approaches have also de-
monstrated that a major component of LFOs comes from the propaga-
tion of endogenous global blood flow and oxygenation fluctuations
through the cerebral vasculature, rather than from local variations in
neuronal activation or localized cerebral blood flow changes (Tong and
Frederick, 2010). LFOs can also vary with tissue types (gray vs white
matter), linking LFOs to biomechanical parenchymal properties (Tong
et al., 2016). Recently, a BOLD-based resting-state fMRI study found
higher aortic PWV was associated with lower variance in resting-state
BOLD signal and lower BOLD-based resting-state functional con-
nectivity (Hussein et al., 2020). These results indicate a substantial
effect of age-related rs-fMRI differences driven by vascular changes
rather than by brain function. Those findings are in line with measures
of higher transcranial PWV (Rivera-Rivera et al., 2020) and lower LFOs
in clinically diagnosed AD patients. Therefore, there is increased po-
tential of using LFOs to study impaired autoregulation, vasomotion,
alterations in cerebrovascular health, and coupling between vascular
response and brain tissue dynamics. An advantage of 4D flow MRI
based LFOs is that signal is measured directly from the vasculature,
whereas both NIRS and fMRI LFOs come from tissue measurements that
require signal modeling to disentangle neuronal signal contributions;
however, 4D flow LFO measures are restricted to large caliber vessels.

Extracellular amyloid plaque deposits in the brain, a biomarker for
AD (Jack et al., 2018), have been linked to impaired mechanisms for
drainage of solutes and waste products from the brain (Jessen et al.,
2015). Amyloid plaque accumulation can also happen in cerebral ar-
teries leading to cerebral amyloid angiopathy (CAA), a condition that
increases the risk for stroke. A critical barrier to understanding AD
pathogenesis and concomitant vascular pathology is the lack of precise
methods to measure vascular degeneration and its interaction with
tissue damage, Aβ and tau pathology, and neurological decline. Recent

Table 2
Volunteer breath hold (BH) data.

temporal average (mL/s) standard deviation [min, max] (mL/s)

2D scan 4D scan 2D scan 4D scan

subject 1 4.5 4.8 0.34 [3.1, 5.4] 0.17 [4.3, 5.1]
subject 2 6.2 6.2 0.43 [4.6, 7.0] 0.27 [5.4, 7.0]
subject 3 4.8 4.8 0.31 [4.1, 5.5] 0.10 [4.5, 5.1]
subject 4 5.9 6.2 0.47 [4.1, 6.8] 0.18 [5.6, 6.5]
subject 5 4.2 4.5 0.30 [3.3, 5.1] 0.18 [3.9, 4.8]

Fig. 3. Intensity plots showing low frequency oscil-
lations (LFOs) measured as demeaned flow signal
throughout 7.2 min of 4D flow scanning in the in-
ternal carotid artery (ICA) for every subject including
Alzheimer’s’ disease (AD) subjects (n = 23) (a), age-
matched control subjects (n = 36) (b), late middle-
aged APOE4-, FH- (n = 30) (c), and late middle-aged
APOE4+, FH + subjects (n = 23) (d). One-hundred
time frames were reconstructed for a temporal re-
solution of 4.3 s. The AD subjects showed lower LFOs
throughout the length of the scan in the ICA when
compared to other groups.
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models suggest clearance of soluble metabolites from the brain can be
driven by LFOs of vascular smooth muscle cells through the IPAD
pathway (Carare et al., 2020; Diem et al., 2017). Moreover, experi-
mental studies in mice using two-photon microscopy have observed
spontaneous LFOs in mice arterioles, and the results supported LFO
driven vasomotion paravascular clearance of solutes from the brain
(van Veluw et al., 2020). The researchers correlated loss of vascular
smooth muscle cells and reduced vasomotion with impaired clearance
of amyloid in CAA models. Their results also showed that drainage of
solutes occurs along the arteries but not along the veins. This might
help explain why in this study most significant LFO differences between
AD and other groups were measured in arteries but not in veins. Results
from that experiment also suggest that a temporal resolution of 1 s
might be optimal to detect LFOs; however, this was done in mice and
human LFOs range can be different due to multiple factors such as
differences in blood vessel size, heart rate, blood pressure, cardiac
output, etc. In another recent two-photon microscopy mice study, ar-
teriolar endothelial cells were found to be major contributors to neu-
rovascular coupling and vasodilation by relaying signals from the
central nervous system to smooth muscle cells (Chow et al., 2020).
These findings in animal models should motivate further vascular re-
search that might in turn lead to therapeutic options aimed at im-
proving vascular activity for removal of soluble Aβ from the brain and
to preserve endothelial and smooth muscle cells for prevention of CAA
and other pathology. These experiments were performed in animal
models using a two-photon microscopy setup; however, LFOs from
noninvasive 4D flow MRI can be used to probe the intracranial vascu-
lature directly in human models.

Both the glymphatic system and IPAD has been suggested to be
major pathways of brain clearance responsible of removing toxic

metabolites including amyloid-β (Aldea et al., 2019; Iliff et al., 2012).
For a long time cardiac pulsations have been hypothesized to drive
glympathic flow and recent evidence in animal models suggests CSF
flow through perivascular spaces, important for clearance of waste
products, is in fact driven by cardiac pulsation and reduced in hy-
pertension models (Mestre et al., 2018). On the other hand, researchers
have suggested cardiac pulsations are of the wrong amplitude and
frequency to drive metabolites out of the brain through the IPAD
pathway. As mention before, results from animal models suggests LFOs
can in fact generate vasomotion that drives perivascular clearance of
solutes from the brain and that paravascular clearance is impaired in
the context of cerebral amyloid angiopathy (Diem et al., 2017; van
Veluw et al., 2020). Importantly, dynamic vascular information cannot
be assessed from static measures of cerebral blood flow and perfusion.
In this study, both cardiac flow pulsations range (~1Hz or 1 bps) and
LFOs (~0.1 Hz) were investigated using 4D flow MRI by reconstructing
images gated to the cardiac cycle and time respectively. Moreover, both
cardiac pulsations and LFOs were lower in clinically diagnosed AD
subjects; however, only LFOs were statistically different between AD
and controls. Furthermore, transcranial PWV (supplementary Fig. 8), a
marker of arterial stiffness derived from the high frequency cardiac
flow waveforms (e.g. cardiac pulsations) was significantly higher in AD
than in controls. These findings suggest increased arterial stiffness and
decrease vasomotion, meaning both cardiac pulsations and LFOs
changes can be correlated with an AD clinical diagnosis. Ultimately, we
need studies that investigate the interactions between cardiac pulsa-
tions and LFOs with AD pathology (e.g. amyloid and tau protein) to
elucidate the type of relationship between cerebrovascular health and
AD.

The pulse produced by the heart travels from arteries to tissue and

Fig. 4. Box plots showing low frequency flow range
(a) (from real time reconstruction) and cardiac flow
range (b) (from cardiac reconstruction) in
Alzheimer’s’ disease (AD) subjects (n = 23), age-
matched control subjects (n = 36), late middle-aged
APOE4-, FH- subjects (n = 30), and late middle-aged
APOE4+, FH + subjects (n = 23). Low frequency
range in AD was significantly lower when compared
to other groups; however, cardiac range differences
in AD were not significantly different.

Table 3
P-values from group flow comparisons.

AD vs Control AD vs APOE4-, FH- AD vs APOE4+, FH+ Control vs APOE4-, FH- Control vs APOE4+, FH+ APOE4-, FH- vs APOE4+, FH+

LF flow range ICA 0.005* 0.010* < 0.001* 0.999 0.537 0.516
C flow range ICA 0.863 0.920 0.551 0.403 0.906 0.173
LF flow range SSS 0.492 0.191 0.005* 0.888 0.090 0.365
C flow range SSS 0.458 0.999 0.459 0.478 0.999 0.483
Std flow ICA 0.011* 0.043* < 0.001* 0.980 0.316 0.188
Std/(ICV-CSF) flow ICA 0.040* 0.471 0.044* 0.601 0.995 0.541
Std flow SSS 0.536 0.439 0.003* 0.996 0.057 0.115
Std/(ICV-CSF) flow SSS 0.789 0.865 0.070 0.999 0.279 0.255
Avg flow ICA 0.071 0.004* < 0.001* 0.637 0.022* 0.322
Avg flow SSS 0.780 0.120 0.006* 0.449 0.034* 0.545

Control refers to the age-matched control group (age-matched to AD group). *Statistically Significant (P < 0.05). Abbreviations: AD, Alzheimer’s disease; APOE,
apolipoprotein E; Avg, average; C, cardiac (from cardiac reconstruction); CSF, cerebrospinal fluid; FH, family history; ICV, intracranial volume; LF, low frequency
(from time reconstruction); SSS, superior sagittal sinus; Std, standard deviation.
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finally to veins. In a healthy system, arterial compliance reduces cardiac
pulsations as they travel along the arterial tree. Cardiac pulsations are
further dampened in the brain inducing tissue strain changes (Adams
et al., 2019). By the time the cardiac pulse wave reaches the venous
return its pulsatility has been reduced substantially which is observed
in the lower SSS high frequency cardiac flow range measurements.
Previous measures of arterial and venous pulsatility in the intracranial
arteries and veins also showed lower pulsatility in veins (Rivera-Rivera
et al., 2017). Compared to high frequency cardiac pulsations, LFOs flow
range in the arteries is related to auto regulatory mechanisms and
cerebrovascular vasomotion from contraction and relaxation of smooth
muscle cells. The venous wall is thinner than the arterial wall with less
smooth muscle and connective tissue. Given this, venous LFOs are likely
less related to auto regulation and vasomotion and driven by other
factors such as breathing, upstream arterial and capillary changes, and
thoracic pressure changes which might explain the larger venous LFO
flow range observed in this study.

PSD analysis showed LFOs were smallest in AD subjects followed by
age-matched controls, late middle-aged APOE4-, FH-, and APOE4+, FH

+. The standard deviations of the arterial time series were significantly
smaller in AD when compared with other groups. After normalizing to
brain volumes, significantly lower standard deviations in the ICA time
series were measured between AD subjects and age-matched controls.
These correlations were not as strong in the venous segment (SSS);
however, in this study, velocity sensitivity was optimized for arteries at
the expense of decreased sensitivity to the lower velocities found in
veins. CHS scores from T2FLAIR images where used to quantify WMH
burden. CHS scores allow radiologists take into consideration subject
age and WMH longitudinal progression during scoring. In this study,
CHS scores showed higher degree of WMH in AD patients compared to
controls; however, differences were not significant. These findings
suggests small vessel disease, with WMH used as a representative vas-
cular marker, might contribute to LFOs measurements; however, LFO
differences between AD and controls were significant, suggesting ad-
ditional contributions besides those of small vessel disease burden
origin. Blood flow rates from time-resolved 4D flow were lower in AD,
followed by age-matched controls, late middle-aged APOE4-, FH-, and
APOE4+, FH+, agreeing with previous studies on AD groups and
subjects at risk for AD (Clark et al., 2017; Rivera-Rivera et al., 2016;
Roher et al., 2011); however, similar to WMH, blood flow rates might
not specifically characterize the vasculature but can be driven by
neuron metabolism, for example.

Further work is needed to more fully evaluate and optimize the
LFOs measures from 4D flow MRI. In this work, comparison in phan-
toms and breath holds in subjects were the primary methods used for
evaluation. Phantom experiments demonstrated good agreement be-
tween 4D and 2D techniques; however, 4D showed larger measurement
variance. The larger variance in 4D data was observed in all phantom
experiments, including in the flow compensated acquisition. This result
is not surprising since the 4D data were heavily undersampled com-
pared to fully sampled 2D scans. Magnitude images from the time series
(supplementary Fig. 1) showed inflow effects and intravoxel dephasing
in both type of acquisitions, but larger effects were seen on 4D data.
Volunteer BH experiments were performed to assess the capacity of 4D
flow imaging to measure physiological changes during a mild chal-
lenge. During the BH, flow decreased in the SSS, and similar responses
were measured using 4D and 2D methods; however, the physiological
response in 2D images was larger, suggesting higher sensitivity of the
2D approach under physiological conditions. The higher Venc of the 4D
flow scan (100 vs 80 cm/s) could have also contributed to decreased
sensitivity of the 4D technique to venous flow. Interestingly, standard
deviations were also larger in 2D than in 4D measures. Respiratory
variability between scans likely contribute to standard deviation dif-
ferences. For example, subject #4 2D scan measurements show larger
standard deviations; by inspecting the respiratory bellows data (sup-
plementary Fig. 2), this subject shows more variability in the re-
spiratory pattern during the 2D scan compared to the 4D scan. The
observed flow drop in the SSS during the BH task in both 2D and 4D

Fig. 5. Box plots showing the standard deviations of
the flow time series (a), and brain volume (total ICV-
CSF) normalized standard deviations (b) in
Alzheimer’s’ disease (AD) subjects (n = 23), age-
matched control subjects (n = 36), late middle-aged
APOE4-, FH- subjects (n = 30), and late middle-aged
APOE4+, FH + subjects (n = 23). Lowest standard
deviations were measured in AD subjects.

Fig. 6. Box plots showing average blood flow derived from time-resolved data
in Alzheimer’s disease (AD) subjects (n = 23), age-matched control subjects
(n = 36), late middle-aged APOE4-, FH- subjects (n = 30), and late middle-
aged APOE4+, FH + subjects (n = 23). Blood flow was lowest in AD subjects,
followed by age-matched control subjects, late middle-aged APOE4-, FH- sub-
jects, and late middle-aged APOE4+, FH + subjects.
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measures likely means the BH task was too mild to induce significant
CO2 changes. Furthermore, it is possible participants inadvertently did
a valsalva maneuver instead which leads to the sudden creation and
maintenance of a positive intrathoracic pressure (Kudo et al., 2004;
Mehta et al., 2000). The creation of a positive intrathoracic pressure
can result from full inspiration, followed by closing of the glottis and
can lead to decreased intracranial venous return from the sinuses. The
arterial signals during the volunteer BH experiments were challenge by
accurate 2D plane placement orthogonally to the ICA and motion sen-
sitivity during the BH task on the 2D scan, leading to large variability,
for this reason arterial signals were excluded from the volunteer BH
experiments. Further work is needed to compare 4D flow signals during
BH tasks and more challenging tasks such as hypercapnia with local
flow fluctuations from rs-fMRI and from NIRS, both of which were not
available in this study.

This study has several limitations. Material and arterial/vein com-
pliance matching was not considered in the physical model experiments
limiting technique validation. The 4D flow MRI sequence in subject’s
population is part of a larger imaging protocol that was originally op-
timized for high spatial and low temporal resolution imaging.
Therefore, in this study, spatial resolution was traded during the re-
construction for higher temporal binning leading to a spatial resolution
of 1.38 mm isotropic. The lower spatial resolution limits the analysis to
relatively large arteries such as the ICA, while LFO measures in smaller
arteries closer to the brain tissue such as the middle cerebral artery
(MCA) would be of interest. A small artery optimized protocol could be
designed to address this limitation. Methods to correct for bulk motion
are needed to improve time-resolved imaging reproducibility and ro-
bustness. In this study, images were inspected visually for bulk motion
(supplementary Fig. 3), but motion correction methods should be em-
ployed to minimize data loss and confounding effects. BOLD fMRI
studies (Birn et al., 2006) have shown variations in respiration depth
from breath to breath can affect fMRI signal and the frequency of these
respiratory changes (~0.03 Hz) overlaps with the frequencies of

fluctuations from varying brain activity at rest (< 0.1 Hz). In our study
we did not explore potential effects from breath to breath variations to
4D flow based LFO measurements. Unfortunately, respiratory bellows
data were not available for AD studies. It should be noted 4D flow
measurements are based on phase contrast signal changes, while BOLD
measurements from R2* signal changes and the latter is more sensitive
to venous drainage variability due the changes in intrathoracic pressure
and respiratory induced susceptibility changes which can add bias to
center frequencies measured during the fMRI experiment. Further, it
cannot be entirely ruled out that the observed deficits in LFOs in clinical
AD subjects are partially driven by impairment in vascular tone at-
tributed to concomitant cerebral small vessel disease and WMH that
damages sympathetic adrenergic nerves found in the adventitia. Amy-
loid and tau pathology from AD biomarker confirmed subjects needs to
be correlated with LFOs in order to establish the type of relationship
between AD and LFOs. Transcranial PWV was significantly higher in AD
subjects compared to controls suggesting arterial stiffness and vascular
remodeling in AD subjects; however, linear correlation between tran-
scranial PWV with LFO markers was weak suggesting other factors
might contribute to the observed LFO differences between AD and age-
matched controls. In this study we tried to measure delayed transit
times from ICA to SSS using LFO measurements from 4D flow MRI,
similar to what other researchers (Tong et al., 2019b) performed using
systemic LFO measurements from BOLD signals. They measured de-
layed transit times from ICA to SSS on the order of 6.07 sec. Un-
fortunately, temporal resolution in our study was insufficient to dis-
tinguish the curves delay. In the researchers experiment fMRI scans
where acquired at a temporal resolution of 1.16 sec, while in our study
temporal resolution was 4.30 sec. In addition, the researchers use data
from a 45 year old healthy subject, while here we study an older po-
pulation (mean age 66yrs) including clinical AD subjects for which
LFOs time delays could be different. Also, the BOLD signal and flow
changes likely don’t measure the same effect, with the BOLD signal
being inherently coupled to oxygenation changes and bulk transport.

Fig. 7. Power spectrum density (PSD) plots showing
average low frequency content derived from time-
resolved flow data in the internal carotid artery (ICA)
(a, b) and superior sagittal sinus (SSS) (c, d) of
Alzheimer’s’ disease (AD) subjects (n = 23) (a, c),
age-matched control subjects (n = 36) (a, c), late
middle-aged APOE4-, FH- subjects (n = 30) (b, d),
and late middle-aged APOE4+, FH + subjects
(n = 23) (b, d). Diminished frequency content was
measured in AD when compared with age-matched
controls. Late middle-age APOE4+, FH + subjects
showed largest flow low frequency oscillations.
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Future 4D flow MRI LFO studies should explore higher temporal re-
solution if possible.

5. Conclusions

High frame rate, time-resolved 4D flow MRI based spontaneous LFO
measures are feasible and significantly reduced in clinically diagnosed
AD subjects when compared to age-matched controls. The effects of
vascular modifications on the neuropathologic trajectory of AD remains
poorly understood. Future studies should investigate the relation be-
tween LFOs markers and AD biomarkers, including amyloid and tau
pathology. LFO measurements hold potential for longitudinal studies
aiming at predicting cognitive trajectories and understanding the re-
lationship between AD and CVD.
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