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ABSTRACT

Background: This work aimed to explore the association of cerebral microvascular
perfusion and diffusion dynamics measured by intravoxel incoherent motion (IVIM)
imaging with initial neurological function and clinical outcome in acute stroke.
Methods: In total, 39 patients were assessed with admission National Institutes of
Health Stroke Scale (NIHSS) and day-90 modified Rankin Scale (mRS).

The parametrical maps of IVIM were obtained, including apparent diffusion
coefficient (ADC), pseudo-diffusion coefficient (D*), true diffusion coefficient (D)
and perfusion fraction (f). The fD* was the product of f and D*. Moreover, the ratios
of lesioned/contralateral parameters (rADC, rD, rD*, rf and rfD*) were also obtained.
The differences of these parameters between the poor outcome group and good
outcome group were evaluated. Partial correlation analysis was used to evaluate the
correlations between the admission NIHSS/day-90 mRS and each parameter ratio,
with lesion volumes controlled.

Results: The ADC, D, D*, f and fD* values of lesions were significantly reduced than
those of the contralateral regions. The rADC and rD were significantly decreased
in the poor outcome group than good outcome group (all p < 0.01). With lesion
volume controlled, rADC showed a weak negative correlation (r = —0.340, p = 0.037)
and a notable negative correlation (r = —0.688, p < 0.001) with admission NIHSS
score and day-90 mRS score, respectively. In addition, rD showed a strong negative
correlation (r = —0.731, p < 0.001) with day-90 mRS score.

Conclusion: Significant negative correlations were revealed between IVIM derived
diffusion dynamics parameters and initial neurological function as well as clinical
outcome for patients with acute ischemic stroke. IVIM can be therefore suggested as
an effective non-invasive method for evaluating the acute ischemic stroke.
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INTRODUCTION

Stroke, as a major health problem, has become the leading cause of death in China as well
as the second leading cause of death in the world (Zhou et al., 2019). In China, acute
ischemic stroke accounts for 70% of stroke, and one-year mortality rate is as high as 33%
(Wang et al., 2017a, 2017b). It is a critical disease in the department of neurology and
seriously endangers patients health and quality of life.

Neuroimaging is an important tool in clinical diagnosis and treatment evaluation of
acute ischemic stroke. Computed tomography, magnetic resonance diffusion weighted
imaging (DWI) and perfusion weighted imaging (PWI) have been commonly used to
diagnose acute stroke and to evaluate its therapeutic effect and clinical prognosis
(Scheldeman et al., 20205 Suh et al., 2019; Zhu et al., 2019). Among the neuroimaging
techniques mentioned above, previous studies showed that DWI is the most valuable
approach for the detection of acute stroke (Heiss ¢ Zaro-Weber, 2019; Sagnier ¢ Sibon,
2019; Scheldeman et al., 2020; Simonsen et al., 2015; Wolman et al., 2018; Wouters et al.,
2016). The ischemic lesions exhibit themselves via evident hyperintensity on DWI, and
accompanied by a decrease in apparent diffusion coefficient (ADC) values (Liu et al., 2019;
Wolman et al., 2018). Restricted diffusion of ischemic lesion has been attributed to the
restricted motion of molecular diffusion of water and microvascular perfusion in the
capillary network, separately (Thiel et al., 2019; Zhu et al., 2019). In stroke studies,
differentiating the mixed diffusion components is essential for accurate evaluation of the
diffusion and perfusion characteristics of ischemic lesions. Conventional DWT with
derived ADC however, cannot achieve this goal.

Intravoxel incoherent motion (IVIM)-DWI, as an attractive multi-b values diffusion
imaging technique, is able to separate tissue diffusivity and perfusion-related diffusivity
(Liu et al., 2019; Thiel et al., 2019; Togao et al., 2018; Yao et al., 2016; Zhu et al., 2019). With
bi-exponential model, the resultant IVIM parameters have been reported to closely relate
with ADC derived by conventional DWI or perfusion metrics obtained in perfusion
weighted imaging. More specifically, the true diffusion coefficient (D) is positively related
to ADC, and the pseudo-diffusion coefficient (D*) is negatively correlated with the time to
peak or mean transit time. Moreover, the perfusion fraction (f) shows close positive
relationship with cerebral blood volume (CBV), this relationship also exists between the
product of f and D* (fD*) and cerebral blood flow (CBF). The perfusion-related parameters
(f, D* and fD*) allow for monitoring the density and integrity of the capillary network
(Federau et al., 2019; Thiel et al., 2019; Togao et al., 2018; Zhu et al., 2019). IVIM has been
employed in a number of studies for tumor grading (Togao et al., 2018), recurrence
prediction (Detsky et al., 2017) and stroke assessment (Zhu et al., 2019) and so on.

The findings reported in these stroke studies were however not fully agreed in D* change at
ischemic lesion (Suo et al., 2016; Yao et al., 2016), and the detection of ischemic penumbra
using parameter f (Federau et al., 2019; Zhu et al., 2019).
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So far, a number of magnetic resonance imaging (MRI) studies have attempted to
explore the associations between DWI or PWT of ischemic lesions and stroke outcome to
further predict the prognosis of stroke at early stage of onset (de Havenon et al., 2017;
Liu et al., 2019; Nadareishvili et al., 2019; Thamm et al., 2019; Yu et al., 2018). However, the
relationship between both microvascular perfusion and diffusion dynamics measured
by IVIM and initial neurological function as well as clinical outcome remains uncertain for
acute ischemic stroke patients.

Hence, the main purpose of this work was to explore the applicability of IVIM-DWTI in
the detection of both microvascular perfusion and diffusion dynamics for acute ischemic
stroke patients and to evaluate the relationships of the resultant diffusion-related
parameters (ADC and D) and microvascular perfusion-related parameters (f, D* and fD*)
with initial neurological function and clinical outcome for patients with acute ischemic
stroke. To achieve this goal, multi-b value IVIM data were acquired and analyzed with a
biexponential model.

METHODS

Patients

This study was approved by the Ethics Committee of Yancheng Third People’s Hospital
(No. 2015092816), and was adherent to the Declaration of Helsinki. All patients or next of
kin signed the informed consent. A total of 135 patients with acute ischemic stroke in
our hospital from July 2014 to January 2019, underwent conventional MRI and IVIM
measurement within 6-48 h post-onset. Exclusion criteria (Fig. 1) were defined and
applied for these patients: (1) infratentorial stroke or bilateral supratentorial stroke,

(2) history of stroke or recurrent stroke during follow-up, (3) minimal diameter of
lesion <0.5 cm, (4) hemorrhagic transformation, (5) systemic intravenous thrombolytic
therapy or endovascular treatment, (6) severe artifacts on IVIM, (7) diffusion or perfusion
abnormalities due to non-stroke lesions and (8) severe systemic diseases.

In this study, 39 patients were thus finally included (Fig. 1). Standard clinical treatment
were applied for all patients to achieve an optimal functional improvement. Patient
demographic and clinical characteristics were recorded from the electronic medical record
and shown in Table 1. Variables noted were: age, sex, dominant hemisphere, time from
stroke onset to MRI, hypertension, alcohol abuse, smoking, atrial fibrillation, diabetes
mellitus, hyperlipidemia.

Admission National Institutes of Health Stroke Scale (NIHSS), representing the initial
neurological function, was used to rate each patient at baseline before any intervention.
Clinical outcome was assessed using the day-90 modified Rankin Scale (mRS).

All recruited patients were thus divided into the poor outcome group (3 < day-90 mRS < 6)
and good outcome group (day-90 mRS < 2).

Magnetic resonance imaging protocol

All patients underwent MRI examinations on a 3.0 T unit (HDxt; GE Healthcare,
Waukesha, WI, USA) equipped with an eight channel head coil. MRI protocol of stroke
included 3D time-of-flight angiography, T, weighted imaging, T, weighted-fluid
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Patients with acute ischemic stroke underwent
IVIM-DWI within 16-72 hours of onset

(n=135)
(Excluded (n = 6) A
» motion artifacts on IVIM-DWI (3)
(_* severe distortion on IVIM-DWI (3)
Patients
(n=129)
(Excluded (n = 60) )
* infratentorial stroke (22)
L bilateral supratentorial stroke (38) )
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\ * severe systemic diseases (1)
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)
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(n =44)
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| * endovascular treatment (5) )
Patients (. with poor outcome (n = 16) )
(n=39) | * with good outcome (n = 23) )

Figure 1 Patient distribution. IVIM-DWI: intravoxel incoherent motion diffusion weighted imaging.
Full-size 4] DOT: 10.7717/peerj.12196/fig-1
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Table 1 Demographic and clinical characteristics of the patient groups of poor and good outcome.

Poor outcome Good outcome p value

(n =16, mRS < 2) (n=23,3<mRS <6)
Age (years)” 71+ 14 68 £ 12 0.441
Sex, male/female 5/11 14/9 0.105
Dominant hemisphere, n (%) 10 (63) 10 (43) 0.333
Time from stroke onset to MRI (hour)* 28 + 14 31 +11 0.412
Admission NIHSS" 13+6 5+3 <0.001
Smoking, n (%) 7 (44) 6 (26) 0.312
Alcohol abuse, n (%) 6 (38) 6 (26) 0.498
Hypertension, n (%) 12 (75) 11 (48) 0.111
Atrial fibrillation, n (%) 5(31) 3 (13) 0.235
Diabetes mellitus, #n (%) 6 (38) 4 (17) 0.264
Hyperlipidemia, n (%) 7 (44) 5(22) 0.174
DWI lesion volume (ml)® 37.7 (16.3-239.4) 3.2 (1.5-7.5) <0.001

Notes:
* Mean = standard deviation.
> Median (interquartile range).
MRI: Magnetic resonance imaging, DWTI: Diffusion weighted imaging, NIHSS: National Institutes of Health Stroke Scale,
mRS: modified Rankin Scale.

attenuated inversion recovery-imaging and IVIM sequences. According to the scan
parameters applied previously (Federau et al., 2012, 2014), the imaging parameters of
IVIM were set as follows: TR = 5,825 ms, TE = 94 ms, FOV = 24 x 24 cm?, slice thickness/
gap = 5 mm/1.5 mm, matrix size = 128 x 128, acceleration factor = 2, b values = 0, 10, 20,
40, 80, 110, 140, 170, 200, 300, 400, 500, 600, 800, 1,000 s/mm?>, and acquisition time =
7 min 11 s.

Image processing

Post-processing of all data were implemented through a vendor-provided workstation
(AW 4.5; GE Healthcare, Waukesha, WI, USA). Firstly, a motion correction was done for
IVIM images before the calculation of parametric maps. Then, a two-step fitting procedure
was used to fit IVIM data. At the first step, D was derived from b-values > 200 s/mm?
based on a mono-exponential model of least-squares linear fitting (Sp/So = exp "), where
So and S, are the signal intensity at b-value of 0 s/mm® and at a specific b value, respectively
(Yao et al., 2016). In the second step, f and D* values were obtained from all b-values
based on the bi-exponential IVIM model of Levenberg-Marquardt non-linear fitting
[Sp/Sp = f x exp'bD* +(1-19) x exp_bD], while keeping D fixed (Suo et al., 2016). The fD*
was further calculated as the product of D* and f. In order to avoid the influence of
noise and cerebrospinal fluid, the bound constraints for physiological D* and f were set as
0 < D* < 0.05 mm?/s and 0 < f < 0.3, respectively (Federau et al., 2012). The bound
constraints for D* and f were set simultaneously, one of them was outside of the range, all
other parameters in the specific voxel would be excluded instead of set them to zero.

Moreover, the ADC value was also fitted by a mono-exponential model (Sp/Sp = exp'bADC)
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using all b-values, where S, and Sy, are the signal intensity at b-value of 0 s/mm? and at a
specific b value (Hu et al., 2014).

All lesion volumes were automatically displayed by delineating the hyperintensities on
each slice of diffusion images (b-value = 1,000 s/mm?). Regions of interest (ROIs) were
manually drew by two neuroradiologists, who were blinded to clinical data, in the ischemic
core. The mirror ROIs were then placed in the contralateral hemisphere while these
ROIs should avoid notable cerebral spinal fluid or large vessels. The ROIs were consistent
across all metric maps. The averaged values of each parameter and lesion volumes
measured by both neuroradiologists were used for further statistical analysis. In addition,
the ratios of lesioned/contralateral parameters (rADC, rD, rD*, rf and rfD*) were
calculated for inter-group comparison and correlation analysis.

Statistical analysis

All statistical analyses were performed using SPSS software (Version 20.0; IBM, Armonk,
NY, USA). The intraclass correlation coefficient (ICC) was used to evaluate the
inter-observer agreement of IVIM parameters and lesion volumes, and was considered to
be poor (0 < ICC < 0.4), weak (0.4 < ICC < 0.75), fair to good (0.75 < ICC < 0.9), or
excellent (0.9 < ICC < 1). Normality test was analyzed using the Kolmogorov-Smirnov
test. A two-tailed paired t-test was used to compare the IVIM parameters between stroke
and contralateral hemisphere. An independent sample t-test was used to compare the
variables with normal distribution (mean + standard deviation (SD)), the Mann-Whitney
U-test was used to compare the lesion volume (median (interquartile range)), and the
Fisher’s exact test was used to compare a series of clinical characteristics between good
outcome group and poor outcome group. In addition, partial correlation analysis was
employed between the IVIM parameters and initial neurological function as well as the
clinical outcome, with the lesion volume controlled as a confounder. Statistical significance
was defined at p < 0.05.

RESULTS

General clinical characteristics

A total of 135 patients [65 males, age = 69 + 12 (mean + SD) years] were collected from
July 2014 to January 2016, excluding 96 patients based on the exclusion criteria (Fig. 1).
Finally, 39 patients (19 males, age = 69 + 13 (mean * SD) years) were included in this
study. Evaluating with the day-90 mRS, these patients were further divided into group of
poor outcome (n = 16) and good outcome (n = 23). Table 1 summarizes the demographic
and clinical characteristics of patients.

General features of parametric maps

Conventional anatomic MRI and multiple parametric maps of IVIM were shown for a
representative patient with acute ischemic stroke (Fig. 2). Inter-observer agreement for the
quantitative analysis of all IVIM derived parameters were evaluated as fair to good, and for
the lesion volumes was excellent. More precisely, the ICC values of D, f, D,ADC and
lesion volumes were 0.770, 0.773, 0.880, 0.891 and 0.995, respectively. Table 2 and Fig. 3
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Figure 2 Images of a representative patient (male, 78 years old, lesion volume: 41.5 ml, time from
stroke onset to MRI: 24 h, National Institutes of Health Stroke Scale on admission: 13, day-90
modified Rankin Scale: 3) with acute stroke in the r. T, weighted fluid attenuated inversion recov-
ery imaging (A) showed a slightly hyperintense signal in the lesion. No obvious abnormal signal was
found in T; weighted imaging (B). (C) was a diffusion image (b value = 1,000 s/mm?) of intravoxel
incoherent motion-diffusion weighted imaging, and it demonstrated the infarct lesion with apparent
abnormal high signal. 3D time-of-flight magnetic resonance angiography (D) showed that the distal
branches of the middle cerebral artery in the lesion area were more sparse than those on the contralateral
area. Compared with the normal brain tissue, the infarct lesion in this case showed significantly lower
signal on apparent diffusion coefficient (E), true diffusion coefficient (F) and perfusion fraction (H) maps,
as well as slightly lower signal on pseudo-diffusion coefficient (G) map.

Full-size K&l DOT: 10.7717/peerj.12196/fig-2

showed the results of the quantitative analysis (n = 39) for each parametric maps.

The ADC (3.42 + 0.93 vs. 7.28 + 1.64 x 10 mm?/s, p < 0.001), D (2.84 + 0.81 vs. 5.57 +
1.00 x 10™* mm?/s, p < 0.001), D* (14.65 + 8.45 vs. 22.09 + 7.94 x 10> mm?/s, p = 0.003),
£(4.42 £ 1.69 v5.5.70 + 1.24 %, p < 0.001) and fD* (6.20 £ 3.23 vs. 12.79 £ 5.09 x 10~* mm?*/s,
p < 0.001) values of lesions were significantly reduced than those of the contralateral
regions.

Inter-group comparison of parameters between poor outcome and
good outcome

The lesion volume [37.7 (16.3-239.4) vs. 3.2 (1.5-7.5) ml, p < 0.001] was significantly larger
in the patient of poor outcome group if compared to patient of good outcome group.
As a consequence, the admission NTHSS score (5 £ 3 vs. 13 £ 6, p < 0.001) was significantly
lower accordingly. Other clinical characteristics were not statistically different between
both groups (Table 1). In order to eliminate the inter-subject effect on the results, the
lesioned/contralateral parameter ratios (rADC, rD, rD*, rf and rfD*) were used for
comparing both groups. The rADC (0.40 + 0.08 vs. 0.54 £ 0.14, p = 0.001) and rD
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Table 2 Comparison of IVIM derived parameters between stroke and contralateral hemisphere.

Parameter Stroke Contralateral p value

ADC (10™* mm?/s) 342 +0.93 7.28 + 1.64 <0.001

D (10™* mm?/s) 2.84 + 0.81 5.57 + 1.00 <0.001

D* (107 mm?/s) 14.65 + 8.45 22.09 + 7.94 0.003

f (%) 4.42 + 1.69 570 + 1.24 <0.001

fD* (10™* mm?*/s) 6.20 + 3.23 12.79 + 5.09 <0.001
Note:

IVIM: intravoxel incoherent motion, ADC: apparent diffusion coefficient, D: true diffusion coefficient, D*:
pseudo-diffusion coefficient, f: perfusion fraction, fD*: the product of f and D*. Data are presented as mean + standard
deviation (across 39 cases). Statistical significance, p < 0.05.

10.0 _p<0001_ 8.0 __p<0.001_ 40.0 p =0.003
w .
& m %)
g 8.0 260 $30.0
S £ £
L 6.0 IS mE
SR ?2 4.0 ;‘9/20.0
8 o a
<20 2.0 10.0
0.0 0.0 0.0
stroke contralateral stroke contralateral stroke contralateral
10.0 20.0
p < 0.001 - __p=0.001_
8.0 %15.0
6.0 <
< 5100
4.0 =
)
2.0 =50 %
0.0 0.0
stroke contralateral stroke  contralateral

Figure 3 Box-and-whisker plots of apparent diffusion coefficient and intravoxel incoherent motion
diffusion weighted imaging derived parameters in the stroke and healthy contralateral areas.
Full-size k&l DOL: 10.7717/peerj.12196/fig-3

(0.43 £ 0.10 vs. 0.58 £ 0.14, p = 0.002), as two ratio parameters related to diffusion
dynamics, were significantly lower in the patient of poor outcome than of good outcome,
nevertheless the ratios of microvascular perfusion parameters (rD*, rf and rfD*) showed
comparable values between two groups (Table 3 and Fig. 4).

Correlation between IVIM-DWI parameters and initial neurological
function as well as clinical outcome

In this study, the initial neurological function representing the primal stroke severity was
evaluated by admission NIHSS, and the clinical outcome delegating the final degree of
stroke recovery was measured by day-90 mRS. While a confounding factor of lesion
volume was controlled, rADC showed a weak negative correlation (r = —0.340, p = 0.037)
with admission NIHSS score and a notable negative correlation (r = —0.688, p < 0.001) with
day-90 mRS score (Table 4 and Fig. 5). In addition, rD revealed a strong negative
correlation (r = —0.731, p < 0.001) with day-90 mRS score when lesion volume was

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 8/17


http://dx.doi.org/10.7717/peerj.12196/fig-3
http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

Table 3 Inter-group comparison of IVIM derived parameter ratios between good outcome group
and poor outcome group.

Parameter ratio Good outcome (n = 23) Poor outcome (n = 16) p value

rADC 0.54 £ 0.14 0.40 = 0.08 0.001

rD 0.58 £ 0.14 0.43 = 0.10 0.002

rD* 0.78 £ 0.27 0.55 + 0.35 0.142

rf 0.76 £ 0.26 0.79 £ 0.30 0.702

rfD* 0.58 £ 0.27 0.40 = 0.13 0.116
Note:

IVIM: intravoxel incoherent motion, rADC, rD, rD*, rf and rfD*: The lesioned/contralateral ratios of apparent diffusion
coefficient, true diffusion coefficient, pseudo-diffusion coefficient, perfusion fraction, and the product of f and D*. Data
are presented as mean * standard deviation. Statistical significance, p < 0.05.

1.27 Good outcome

1.0 ® Poor outcome
0.8 p-0001 p=0.002

0.6

0.41

0.2 .

0.0 o

rADC

Figure 4 Bar graphs of the parameters between the group of good outcome and poor outcome. The
rADG, rD, rD¥, rf and rfD* represent the lesioned/contralateral ratios of apparent diffusion coefficient,
true diffusion coefficient, pseudo-diffusion coefficient, perfusion fraction, and the product of f and D*,

respectively.

Full-size k&) DOT: 10.7717/peerj.12196/fig-4

Lesion volume controlled

Lesion volume controlled

Lesion volume controlled

038 ) r = 0.340 08 . r=-0.688 08 r=-0.731
o7 p=0037 o7l i p <0.001 07 <0.001
. s n=39 . n=39 E ﬁ=39
06 06
D —
<05 05

2 4 6 8 10 12 14 16
Admission NIHSS

0.4

0.3

Day-90 mRS

0.2
0

Day-90 mRS

Figure 5 Partial correlation between diffusion parameter ratios and admission NHISS/day-90 mRS
scores with lesion volume controlled (n = 39). NIHSS: National Institutes of Health Stroke Scale, mRS:
modified Rankin Scale. rADC, rD: The lesioned/contralateral ratios of apparent diffusion coefficient, true
diffusion coefficient. Statistical significance, p < 0.05. Full-size K&l DOT: 10.7717/peerj.12196/fig-5

controlled (Table 4 and Fig. 5). However, no statistical correlation was observed between
cerebral microvascular perfusion related parameter ratios (rD*, rf and rfD*) and initial
neurological function, as well as clinical outcome (Table 4).
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Table 4 Partial correlation between IVIM derived parameter ratios and admission NIHSS scores/
Day-90 mRS scores with lesion volume controlled (n = 39).

rADC rD rD* rf rfD*
Admission NITHSS r —-0.340 -0.262 0.117 —-0.085 0.009
p value 0.037 0.117 0.666 0.613 0.973

Day-90 mRS r -0.688 —-0.731 -0.149 -0.057 -0.285
p value < 0.001 < 0.001 0.583 0.735 0.285

Note:
IVIM: intravoxel incoherent motion, NIHSS: National Institutes of Health Stroke Scale, mRS: modified Rankin Scale.
rADC, 1D, rD*¥, rf and rfD*: The lesioned/contralateral ratios of apparent diffusion coefficient, true diffusion coefficient,
pseudo-diffusion coefficient, perfusion fraction, and the product of f and D*. Statistical significance, p < 0.05.

DISCUSSION

This study was a first attempt to simultaneously explore the associations of cerebral
microvascular perfusion and diffusion dynamics with neurological function on admission
and clinical outcome of acute ischemic stroke. Using perfusion and diffusion related IVIM
parameters, the dynamic changes in ischemic lesions and the difference between good and
poor outcome groups were investigated. In addition, we also analyzed the correlation
between the corresponding ratio parameters and admission NIHSS score, as well as day-90
mRS score.

In this study, both diffusion-related parameters and microvascular perfusion-related
parameters showed significantly decreased values in ischemic lesions than those at
contralateral regions (all p < 0.01). These findings in acute ischemic stroke assessment were
similar to those reported previously (Suo et al., 2016; Yao et al., 2016; Zhu et al., 2019).
The decreased ADC and D values indicated restricted diffusion dynamics of the infarct
lesion, and can be explained by a decreased Brownian motion caused by cytotoxic oedema
occurs in the ischemic lesion. In addition, for perfusion-related parameters, the decreased
f, D* and fD* represented lower microvascular perfusion in the infarct lesion. As a
consequence of microvascular abnormalities, the capillary transport of oxygen and
metabolites were declining, these parameters were correlated with the absence of cerebral
blood volume and blood flow in stroke, respectively (Federau et al., 2012; Zampini et al.,
2020; Zhu et al., 2019).

However, conflicted D* dynamics in ischemic lesions were reported in previous studies.
Our results showed that the decreased D* value of infarct lesions was significantly different
from that in health contralateral regions (p = 0.003), being consistent with the findings
reported by Yao et al. (2016). In contrast, comparable D* values were reported in three
other studies (Federau et al., 2019; Suo et al., 2016; Zhu et al., 2019), although they all
showed a tendency of D* decrease in the affected regions. This discrepancy might be
explained by the following aspects: Firstly, inter-subject difference, such as the partial
volume effect of cerebrospinal fluid, might limit the robustness of IVIM derived perfusion
parameter of D*(Federau et al., 2012; Wolman et al., 2018; Zhu et al., 2019). Secondly,
not standardized scan protocol of IVIM sequence, namely, the selection of b values,
might also affect the quantification of D* values for ischemic lesions. Similar to ours,
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Yao et al. (2016) also applied 15 b values, whereas the b values used in other three studies
were 5, 6 and 9 respectively (Federau et al., 2019; Suo et al., 2016; Zhu et al., 2019).

To minimize the potential inter-individual impact on the statistical analysis, we further
calculated the lesioned/contralateral ratios of each parameter for comparison and
correlation analysis between the groups of good outcome and of poor outcome.

The present study showed that rADC and rD in the group of poor outcome were
significantly lower than those of good outcome by univariate analysis (all p < 0.01).

While lesion volume as a confounding factor was controlled, rADC showed a notable
negative correlation with day-90 mRS score. This finding was consistent with the results
reported in previous acute ischemic stroke studies (Hand et al., 2006; Wardlaw et al.,
2002). Furthermore, we also found a strong negative correlation (r = —0.731, p < 0.001)
between rD and day-90 mRS score with lesion volume controlled. As we know, ADC
represents the behaviors of water molecule diffusion and microvascular perfusion in
tissues (Zhu et al., 2019), while D reveals pure diffusion dynamics of water molecule in
tissues (Liu et al., 2019). In addition, our findings revealed a weak negative correlation
between rADC and initial neurological function (admission NIHSS score) with lesion
volume controlled (r = —0.340, p = 0.037). Interestingly, this negative correlation was not
found between rD and initial neurological function. It is likely that rADC includes more
complicated information and better represents the early pathophysiological changes after
acute ischemic stroke; however, rD has a stronger negative correlation with clinical
outcome.

Previous studies proved that the parameters in perfusion weighted imaging (PWI) such
as CBV or time to peak were associated with the clinical outcome after thrombolysis in
patients with acute stroke (Nighoghossian et al., 2003; Park et al., 2011). It has also stated
that the arterial spin labeling (ASL) derived CBF was related to the clinical outcome of
patients with acute stroke treated by intra-arterial thrombectomy (Yoo et al., 2018). In this
work, as shown, there was no statistical correlation between cerebral microvascular
perfusion related parameter ratios (rD*, rf and rfD*) and initial neurological function, as
well as clinical prognosis. The main reasons for this controversy may largely be formulated
as follows: First of all, the perfusion parameters of IVIM should be considered as
microvascular perfusion, arising mainly from smaller vessels involved in oxygen and
metabolites exchange (Yao et al., 2016), while both ASL and conventional PWTI are more
sensitive to blood flow in larger vessels (Drier et al., 2012). Secondly, microvascular
perfusion-related parameters of IVIM are local direct quantitative measurements of
ischemic lesions without dependence on precerebral vascular status, such as cervical artery
or middle cerebral artery stenosis. In conventional PWI, quantitative computation of blood
flow in a voxel requires combining the concentration in the voxel and in the arteries
that supply blood to that voxel (Zampini et al., 2020). In terms of ASL technique, there
is also a disadvantage of prolonged arterial arrival time which usually leads to an
underestimation of CBF (Yoo et al., 2018). Thirdly, the subjects in those previous studies
(Arenillas et al., 2002; Nighoghossian et al., 2003; Park et al., 2011; Yoo et al., 2018)
underwent thrombolysis or intra-arterial thrombectomy. But, these kinds of patients were
excluded in our study. Thus, the subject descrepancy may be responsible for inconsistent
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results. In general, IVIM-DWI perfusion parameters can be considered a separate
effective tool for microperfusion measurement, even though further validation studies are
requested in the future.

More recently, two studies raised some issues of current prevalent IVIM model
(Wing, 2021; Xiao & Wang, 2021). The first issue is that an initial lower Sy of the target
tissue is associated with a lower D and a higher f. The second issue is that the diffusion
component and the perfusion component can’t be completely separated. IVIM fitting
model equations results in a certain relationship between D and f. To be specific, if one
component, being perfusion component or diffusion component, changes toward one
direction (i.e., increase or decrease), the other component will be constrained to change
toward the opposite direction to a certain extent. These two issues are doomed by the IVIM
fitting model equations. We think these two issues may indeed affect the accurate detection
of D value and f value by IVIM to a certain extent. However, for studies that do not
require precise measurements, but are carried out by studying parametric changing rules,
they are less affected. Our study focused on the association of diffusion component and
perfusion component with initial neurological function and clinical outcomes in stroke
patients, respectively. Therefore, we believe that these two issues will not have much
influence on the results of our study. We agree with these two studies (Wdng, 2021; Xiao ¢
Wing, 2021), and we also think that these two issues are not easily solvable by a better
fitting approach, by high signal-to-noise images, or by an extensive array of b-value
images. Further research to better separate diffusion component and perfusion component
should be pursued.

Several limitations have to be considered in this study. First, this study only focused on
acute ischemic stroke but without hyperacute or subacute ischemic stroke. The variations
of IVIM parameters in patients with different infarction phases need to be further
explored. Second, there are many complicated factors associated with long-term outcome
of stroke. The present study made efforts to standardize the baseline clinical characteristics
as much as possible by including only first ever patients with supratentorial stroke,
executing the most optimal clinical treatment, and eliminating patients with endovascular
treatment. Third, the effects of lesion distribution on the neurological function and clinical
outcome were not evaluated. In addition, the cohort studied is small, which could be solved
in future.

CONCLUSION

In conclusion, IVIM derived diffusion dynamics parameters were lower in patients with
poor outcome than those in patients with good outcome. Also, significant negative
correlations were revealed between IVIM derived diffusion dynamics parameters and
initial neurological function as well as clinical outcome in patients with acute stroke.
Although, rADC includes more complicated information and better represents the early
pathophysiological changes after acute ischemic stroke, rD has a stronger negative
correlation with clinical outcome. With these, IVIM can be therefore suggested as an
effective non-invasive method for evaluating the initial neurological function and clinical
outcome in acute ischemic stroke.

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 12/17


http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

This work was supported by the National Natural Science Foundation of China (No.
81601161), the Programs of Scientific Research Project of Jiangsu Commission of Health
of China (Nos. H2018092 and H2019088), the Foundation Plan for Outstanding People of
The Sixth Peak of Jiangsu Province of China (No. 2019-WSN-313), the Foundation Plan
for The Fifth Scientific Research Project of “333 Project” of Jiangsu Province of China (No.
BRA2019031), and the Medical and Scientific Development Program of Yancheng of
Jiangsu Province of China (Nos. YK2018119 and YK 2019106). The funders had no role in
study design, data collection and analysis, decision to publish, or preparation of the
manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:

National Natural Science Foundation of China: 81601161.

Jiangsu Commission of Health of China: H2018092 and H2019088.

Foundation Plan for Outstanding People of The Sixth Peak of Jiangsu Province of China:
2019-WSN-313.

Foundation Plan for The Fifth Scientific Research Project of “333 Project” of Jiangsu
Province of China: BRA2019031.

Medical and Scientific Development Program of Yancheng of Jiangsu Province of China:
YK2018119 and YK 2019106.

Competing Interests
Weiqiang Dou is employed by GE Healthcare.

Author Contributions

e Fei Chen conceived and designed the experiments, analyzed the data, prepared figures
and/or tables, and approved the final draft.

e Zhenyu Dai conceived and designed the experiments, analyzed the data, prepared figures
and/or tables, and approved the final draft.

e Lizheng Yao conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
paper, and approved the final draft.

e Congsong Dong performed the experiments, analyzed the data, prepared figures and/or
tables, authored or reviewed drafts of the paper, and approved the final draft.

e Haicun Shi performed the experiments, analyzed the data, authored or reviewed drafts of
the paper, and approved the final draft.

e Weigiang Dou performed the experiments, analyzed the data, authored or reviewed
drafts of the paper, and approved the final draft.

e Wei Xing analyzed the data, prepared figures and/or tables, and approved the final draft.

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 13/17


http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

This study was approved by the Ethics Committee of Yancheng Third People’s Hospital
(No. 2015092816), and was adherent to the Declaration of Helsinki.

Data Availability
The following information was supplied regarding data availability:
The raw data are available as Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.12196#supplemental-information.

REFERENCES

Arenillas JF, Rovira A, Molina CA, Grive E, Montaner J, Alvarez-Sabin J. 2002. Prediction of
early neurological deterioration using diffusion- and perfusion-weighted imaging in hyperacute
middle cerebral artery ischemic stroke. Stroke 33(9):2197-2203
DOI 10.1161/01.STR.0000027861.75884.DF.

de Havenon A, Haynor DR, Tirschwell DL, Majersik JJ, Smith G, Cohen W, Andre JB. 2017.
Association of collateral blood vessels detected by arterial spin labeling magnetic resonance
imaging with neurological outcome after ischemic stroke. JAMA Neurology 74(4):453-458
DOI 10.1001/jamaneurol.2016.4491.

Detsky JS, Keith J, Conklin J, Symons S, Myrehaug S, Sahgal A, Heyn CC, Soliman H. 2017.
Differentiating radiation necrosis from tumor progression in brain metastases treated with
stereotactic radiotherapy: utility of intravoxel incoherent motion perfusion MRI and correlation
with histopathology. Journal of Neuro-Oncology 134(2):433-441
DOI 10.1007/s11060-017-2545-2.

Drier A, Tourdias T, Attal Y, Sibon I, Mutlu G, Lehericy S, Samson Y, Chiras J, Dormont D,
Orgogozo JM, Dousset V, Rosso C. 2012. Prediction of subacute infarct size in acute middle
cerebral artery stroke: comparison of perfusion-weighted imaging and apparent diffusion
coefficient maps. Radiology 265(2):511-517 DOI 10.1148/radiol.12112430.

Federau C, Maeder P, O’Brien K, Browaeys P, Meuli R, Hagmann P. 2012. Quantitative
measurement of brain perfusion with intravoxel incoherent motion MR imaging. Radiology
265(3):874-881 DOI 10.1148/radiol.12120584.

Federau C, Sumer S, Becce F, Maeder P, O’Brien K, Meuli R, Wintermark M. 2014. Intravoxel
incoherent motion perfusion imaging in acute stroke: initial clinical experience. Neuroradiology
56(8):629-635 DOI 10.1007/s00234-014-1370-y.

Federau C, Wintermark M, Christensen S, Mlynash M, Marcellus DG, Zhu G, Martin BW,
Lansberg MG, Albers GW, Heit JJ. 2019. Collateral blood flow measurement with intravoxel
incoherent motion perfusion imaging in hyperacute brain stroke. Neurology
92(21):e2462-e2471 DOI 10.1212/WNL.0000000000007538.

Hand PJ, Wardlaw JM, Rivers CS, Armitage PA, Bastin ME, Lindley RI, Dennis MS. 2006. MR
diffusion-weighted imaging and outcome prediction after ischemic stroke. Neurology
66(8):1159-1163 DOI 10.1212/01.wnl.0000202524.43850.81.

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 14/17


http://dx.doi.org/10.7717/peerj.12196#supplemental-information
http://dx.doi.org/10.7717/peerj.12196#supplemental-information
http://dx.doi.org/10.7717/peerj.12196#supplemental-information
http://dx.doi.org/10.1161/01.STR.0000027861.75884.DF
http://dx.doi.org/10.1001/jamaneurol.2016.4491
http://dx.doi.org/10.1007/s11060-017-2545-2
http://dx.doi.org/10.1148/radiol.12112430
http://dx.doi.org/10.1148/radiol.12120584
http://dx.doi.org/10.1007/s00234-014-1370-y
http://dx.doi.org/10.1212/WNL.0000000000007538
http://dx.doi.org/10.1212/01.wnl.0000202524.43850.81
http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

Heiss WD, Zaro-Weber O. 2019. Extension of therapeutic window in ischemic stroke by selective
mismatch imaging. International Journal of Stroke 14(4):351-358
DOI 10.1177/1747493019840936.

Hu YC, Yan LF, Wu L, Du P, Chen BY, Wang L, Wang SM, Han Y, Tian Q, Yu Y, Xu TY,
Wang W, Cui GB. 2014. Intravoxel incoherent motion diffusion-weighted MR imaging of
gliomas: efficacy in preoperative grading. Scientific Reports 4(1):7208 DOI 10.1038/srep07208.

Liu C, Zhang S, Yao Y, Su C, Wang Z, Wang M, Zhu W. 2019. Associations between diffusion
dynamics and functional outcome in acute and early subacute ischemic stroke. Clinical
Neuroradiology 30(3):517-524 DOI 10.1007/s00062-019-00812-1.

Nadareishvili Z, Simpkins AN, Hitomi E, Reyes D, Leigh R. 2019. Post-stroke blood-brain
barrier disruption and poor functional outcome in patients receiving thrombolytic therapy.
Cerebrovascular Diseases 47(3-4):135-142 DOI 10.1159/000499666.

Nighoghossian N, Hermier M, Adeleine P, Derex L, Dugor JF, Philippeau F, Ylmaz H,
Honnorat J, Dardel P, Berthezene Y, Froment JC, Trouillas P. 2003. Baseline magnetic
resonance imaging parameters and stroke outcome in patients treated by intravenous tissue
plasminogen activator. Stroke 34(2):458-463 DOI 10.1161/01.STR.0000053850.64877.AF.

Park HI, Cha JK, Kang M]J, Kim DH, Yoo NT, Choi JH, Huh JT. 2011. Reduced rCBYV ratio in
perfusion-weighted MR images predicts poor outcome after thrombolysis in acute ischemic
stroke. European Neurology 65(5):257-263 DOI 10.1159/000324727.

Sagnier S, Sibon I. 2019. The new insights into human brain imaging after stroke. Journal of
Neuroscience Research 378(1):708 DOI 10.1002/jnr.24525.

Scheldeman L, Wouters A, Boutitie F, Dupont P, Christensen S, Cheng B, Ebinger M,
Endres M, Fiebach JB, Gerloff C, Muir KW, Nighoghossian N, Pedraza S, Simonsen CZ,
Thijs V, Thomalla G, Lemmens R. 2020. Different mismatch concepts for magnetic resonance
imaging-guided thrombolysis in unknown onset stroke. Annals of Neurology 87(6):931-938
DOI 10.1002/ana.25730.

Simonsen CZ, Madsen MH, Schmitz ML, Mikkelsen IK, Fisher M, Andersen G. 2015. Sensitivity
of diffusion- and perfusion-weighted imaging for diagnosing acute ischemic stroke is 97.5%.
Stroke 46(1):98-101 DOI 10.1161/STROKEAHA.114.007107.

Suh CH, Jung SC, Cho SJ, Kim D, Lee JB, Woo DC, Oh WY, Lee JG, Kim KW. 2019. Perfusion
CT for prediction of hemorrhagic transformation in acute ischemic stroke: a systematic review
and meta-analysis. European Radiology 29(8):4077-4087 DOI 10.1007/s00330-018-5936-7.

Suo S, Cao M, Zhu W, Li L, Li ], Shen F, Zu J, Zhou Z, Zhuang Z, Qu J, Chen Z, Xu J. 2016.
Stroke assessment with intravoxel incoherent motion diffusion-weighted MRI. NMR in
Biomedicine 29(3):320-328 DOI 10.1002/nbm.3467.

Thamm T, Guo J, Rosenberg J, Liang T, Marks MP, Christensen S, Do HM, Kemp SM, Adair E,
Eyngorn I, Mlynash M, Jovin TG, Keogh BP, Chen HJ, Lansberg MG, Albers GW,
Zaharchuk G. 2019. Contralateral hemispheric cerebral blood flow measured with arterial spin
labeling can predict outcome in acute stroke. Stroke 50(12):3408-3415
DOI 10.1161/STROKEAHA.119.026499.

Thiel S, Gaisl T, Lettau F, Boss A, Winklhofer S, Kohler M, Rossi C. 2019. Impact of
hypertension on cerebral microvascular structure in CPAP-treated obstructive sleep apnoea
patients: a diffusion magnetic resonance imaging study. Neuroradiology 61(12):1437-1445
DOI 10.1007/500234-019-02292-z.

Togao O, Hiwatashi A, Yamashita K, Kikuchi K, Momosaka D, Yoshimoto K, Kuga D,
Mizoguchi M, Suzuki SO, Iwaki T, Van Cauteren M, Iihara K, Honda H. 2018. Measurement
of the perfusion fraction in brain tumors with intravoxel incoherent motion MR imaging:

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 15/17


http://dx.doi.org/10.1177/1747493019840936
http://dx.doi.org/10.1038/srep07208
http://dx.doi.org/10.1007/s00062-019-00812-1
http://dx.doi.org/10.1159/000499666
http://dx.doi.org/10.1161/01.STR.0000053850.64877.AF
http://dx.doi.org/10.1159/000324727
http://dx.doi.org/10.1002/jnr.24525
http://dx.doi.org/10.1002/ana.25730
http://dx.doi.org/10.1161/STROKEAHA.114.007107
http://dx.doi.org/10.1007/s00330-018-5936-7
http://dx.doi.org/10.1002/nbm.3467
http://dx.doi.org/10.1161/STROKEAHA.119.026499
http://dx.doi.org/10.1007/s00234-019-02292-z
http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

validation with histopathological vascular density in meningiomas. The British Journal of
Radiology 91:20170912 DOI 10.1259/bjr.20170912.

Wang D, Liu J, Liu M, Lu C, Brainin M, Zhang J. 2017a. Patterns of stroke between university
hospitals and nonuniversity hospitals in Mainland China: prospective multicenter
hospital-based registry study. World Neurosurgery 98:258-265 DOI 10.1016/j.wneu.2016.11.006.

Wang W, Jiang B, Sun H, Ru X, Sun D, Wang L, Jiang Y, Li Y, Wang Y, Chen Z, Wu S, Zhang Y,
Wang D, Feigin VL. 2017b. Prevalence, incidence, and mortality of stroke in China: results
from a nationwide population-based survey of 480,687 adults. Circulation 135(8):759-771
DOI 10.1161/CIRCULATIONAHA.116.025250.

Wardlaw JM, Keir SL, Bastin ME, Armitage PA, Rana AK. 2002. Is diffusion imaging appearance
an independent predictor of outcome after ischemic stroke? Neurology 59(9):1381-1387
DOI 10.1212/01.WNL.0000032495.71720.C3.

Wolman DN, Iv M, Wintermark M, Zaharchuk G, Marks MP, Do HM, Dodd RL, Albers GW,
Lansberg MG, Heit JJ. 2018. Can diffusion- and perfusion-weighted imaging alone accurately
triage anterior circulation acute ischemic stroke patients to endovascular therapy? Journal of
Neurointerventional Surgery 10(12):1132-1136 DOI 10.1136/neurintsurg-2018-013784.

Wouters A, Dupont P, Norrving B, Laage R, Thomalla G, Albers GW, Thijs V, Lemmens R.
2016. Prediction of stroke onset is improved by relative fluid-attenuated inversion recovery and
perfusion imaging compared to the visual diffusion-weighted imaging/fluid-attenuated
inversion recovery mismatch. Stroke 47(10):2559-2564
DOI 10.1161/STROKEAHA.116.013903.

Wang YX]J. 2021. A reduction of perfusion can lead to an artificial elevation of slow diffusion
measure: examples in acute brain ischemia MRI intravoxel incoherent motion studies. Annals of
Translational Medicine 9(10):895 DOI 10.21037/atm-21-1468.

Xiao BH, Wang YX]. 2021. Different tissue types display different signal intensities on b = 0
images and the implications of this for intravoxel incoherent motion analysis: examples from
liver MRI. NMR in Biomedicine 34(7):e4522 DOI 10.1002/nbm.4522.

Yao Y, Zhang S, Tang X, Shi J, Zhu W. 2016. Intravoxel incoherent motion diffusion-weighted
imaging in stroke patients: initial clinical experience. Clinical Radiology 71(9):938.e11-938.e16
DOI 10.1016/j.crad.2016.04.019.

Yoo RE, Yun TJ, Yoo DH, Cho YD, Kang HS, Yoon BW, Jung KH, Kang KM, Choi SH, Kim JH,
Sohn CH. 2018. Monitoring cerebral blood flow change through use of arterial spin labelling in
acute ischaemic stroke patients after intra-arterial thrombectomy. European Radiology
28(8):3276-3284 DOI 10.1007/s00330-018-5319-0.

Yu S, Ma SJ, Liebeskind DS, Yu D, Li N, Qiao XJ, Shao X, Yan L, Yoo B, Scalzo F, Hinman JD,
Sharma LK, Rao N, Jahan R, Tateshima S, Duckwiler GR, Saver JL, Salamon N, Wang D]J.
2018. ASPECTS-based reperfusion status on arterial spin labeling is associated with clinical
outcome in acute ischemic stroke patients. Journal of Cerebral Blood Flow & Metabolism
38(3):382-392 DOI 10.1177/0271678X17697339.

Zampini MA, Buizza G, Paganelli C, Fontana G, D’Ippolito E, Valvo F, Preda L, Baroni G.
2020. Perfusion and diffusion in meningioma tumors: a preliminary multiparametric analysis
with dynamic susceptibility contrast and intravoxel incoherent motion MRI. Magnetic
Resonance Imaging 67(6):69-78 DOI 10.1016/j.mri.2019.12.003.

Zhou M, Wang H, Zeng X, Yin P, Zhu J, Chen W, Li X, Wang L, Liu Y, Liu J, Zhang M, Qi J,
Yu S, Afshin A, Gakidou E, Glenn S, Krish VS, Miller-Petrie MK, Mountjoy-Venning WC,
Mullany EC, Redford SB, Liu H, Naghavi M, Hay SI, Murray CJL, Liang X. 2019. Mortality,

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 16/17


http://dx.doi.org/10.1259/bjr.20170912
http://dx.doi.org/10.1016/j.wneu.2016.11.006
http://dx.doi.org/10.1161/CIRCULATIONAHA.116.025250
http://dx.doi.org/10.1212/01.WNL.0000032495.71720.C3
http://dx.doi.org/10.1136/neurintsurg-2018-013784
http://dx.doi.org/10.1161/STROKEAHA.116.013903
http://dx.doi.org/10.21037/atm-21-1468
http://dx.doi.org/10.1002/nbm.4522
http://dx.doi.org/10.1016/j.crad.2016.04.019
http://dx.doi.org/10.1007/s00330-018-5319-0
http://dx.doi.org/10.1177/0271678X17697339
http://dx.doi.org/10.1016/j.mri.2019.12.003
http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

Peer/

morbidity, and risk factors in China and its provinces, 1990-2017: a systematic analysis for the
global burden of disease study 2017. Lancet 394(10204):1145-1158
DOI 10.1016/S0140-6736(19)30427-1.

Zhu G, Federau C, Wintermark M, Chen H, Marcellus DG, Martin BW, Heit JJ. 2019.
Comparison of MRI IVIM and MR perfusion imaging in acute ischemic stroke due to large
vessel occlusion. International Journal of Stroke 15(3):332-342
DOI 10.1177/1747493019873515.

Chen et al. (2021), PeerdJ, DOI 10.7717/peerj.12196 1717


http://dx.doi.org/10.1016/S0140-6736(19)30427-1
http://dx.doi.org/10.1177/1747493019873515
http://dx.doi.org/10.7717/peerj.12196
https://peerj.com/

	Association of cerebral microvascular perfusion and diffusion dynamics detected by intravoxel incoherent motion-diffusion weighted imaging with initial neurological function and clinical outcome in acute ischemic stroke ...
	Introduction
	Methods
	Results
	Discussion
	Conclusion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


