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Abstract: Bidirectional communication of the microbiota—gut-brain axis is crucial in stroke. Recanal-
ization therapy, namely intravenous thrombolysis (IVT) and endovascular thrombectomy (EVT),
are recommended for eligible patients with acute ischemic stroke (AIS). It remains unclear whether
gut microbiota metabolites, namely trimethylamine N-oxide (TMAOQO) and short-chain fatty acids
(SCFAs), can predict the prognosis after recanalization therapy. This prospective study recruited
patients with AIS receiving IVT, EVT, or both. The National Institutes of Health Stroke Scale (NIHSS)
and modified Rankin scale (mRS) scores were used to assess the severity and functional outcomes of
AIS, respectively. A functional outcome of mild-to-moderate disability was defined as a mRS score of
0-3 at discharge. Plasma TMAO and SCFA levels were measured through liquid chromatography
with triple-quadrupole mass spectrometry. Fifty-six adults undergoing recanalization therapy for
AIS were enrolled. Results showed that TMAO levels were not associated with stroke severity and
functional outcomes, while isovalerate levels (one of the SCFAs) were negatively correlated with
NIHSS scores at admission and discharge. In addition, high isovalerate levels were independently
associated with a decreased likelihood of severe disability. The study concluded that an elevated
plasma isovalerate level was correlated with mild stroke severity and disability after recanalization
therapy for AIS.

Keywords: acute ischemic stroke; endovascular thrombectomy; intravenous thrombolysis; isovalerate;
short-chain fatty acids; trimethylamine N-oxide

1. Introduction

Stroke is the second leading cause of death worldwide and causes disability in a
large proportion of survivors [1], with ischemic stroke accounting for approximately 80%
of strokes [2]. Numerous studies have identified risk factors for stroke and developed
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therapeutic strategies to reduce the burden of stroke. Recanalization therapy, termed “intra-
venous thrombolysis” (IVT) and “endovascular thrombectomy” (EVT), is recommended for
eligible patients with acute ischemic stroke (AIS) [3]. Factors that predict the outcomes of
IVT and EVT in patients with stroke have been proposed on the basis of clinical characteris-
tics, neuroimaging findings, and initial stroke severity. However, whether microbiological
factors can predict the outcomes of recanalization therapy following AIS remains unclear.

“Microbiota” refers to the collection of microorganisms, including bacteria, archaea,
viruses, and single-celled eukaryotes, which live in coexistence with the human body,
colonizing mainly the gastrointestinal tract. The gut microbiota can produce bioactive
metabolites and communicate with host organs through complex pathways that can support
or affect host physiological functions [4,5]. The gut microbiota might play a crucial role in
human health and diseases and is thus considered a new potential therapeutic target [4].

Bidirectional communication, referred to as the “microbiota—gut-brain axis”, plays
a crucial role in the relationship between the gut microbiota and stroke [6]. Dysbiosis, an
imbalance in the composition and function of the gut microbiota, is associated with numer-
ous risk factors for stroke, including atherosclerosis, coronary heart disease, hypertension,
and type 2 diabetes mellitus [5]. Major ischemic stroke induces dysbiosis, which in turn
affects stroke outcomes by causing neuroinflammation [7,8]. In addition, alterations in gut
microbiota appear to be connected with bowel function, daily activities, and motor function
of poststroke patients [9].

In addition to the composition of the gut microbiota, its metabolites, namely trimethy-
lamine N-oxide (TMAO) and short-chain fatty acids (SCFAs), contribute to the develop-
ment and outcomes of stroke. TMAQ, a gut microbiota metabolite transferred from dietary
choline and carnitine, has been reported to be associated with increased atherogenesis and
thrombus formation [10]. An increasing amount of evidence indicates that TMAOQ is both a
risk factor for and a prognostic predictor of stroke [11,12]. In addition, an elevated level of
TMAO was associated with an increased risk of recurrent stroke in patients with cerebral
small vessel disease [13], independent of dual antiplatelet and lipid-lowering therapy [14].

SCFAs result from the fermentation of dietary fiber by the gut microbiota. SCFAs
reduce cardiovascular disease risk through glucose homeostasis, immunomodulation,
appetite regulation, and obesity [15]. However, the effect of SCFAs on ischemic stroke is
controversial and varies by the type of SCFA. Deficiencies of SCFA-producing bacteria and
fecal SCFAs were observed in patients with AIS and associated with severe stroke and
poor functional outcomes [16]. Among SCFAs, acetate, valeric acid, and butyrate were
negatively correlated with neurological deficits and infarct volume in an animal model of
middle cerebral artery occlusion [17]. A low level of acetate was reported to be associated
with an increased risk of unfavorable functional outcomes in patients with AIS [16]. In
contrast, isobutyrate, butyrate, and 2-methylbutyrate were demonstrated to be associated
with poor symptom recovery and severe neurological deficits in patients with AIS receiving
EVT [18].

According to the literature review above, the effects of different SCFAs on the severity
and outcomes of AIS remain to be determined. In addition, the role of TMAO and SCFAs
in predicting outcomes following recanalization therapy for AIS is not well established.
This study investigated clinical and molecular associations between circulating TMAO and
SCFAs and AIS after recanalization therapy.

2. Results
2.1. Patient Demographics

Fifty-six adults underwent recanalization therapy for AIS. The mean age of the patients
was 70.7 (£13.0) years, and 32 (57.1%) patients were male. Hypertension was present in
46 (82.1%) patients and was the most common vascular risk factor. A total of 42 (75.0%) and
27 (48.2%) patients had hyperlipidemia and atrial fibrillation/flutter, respectively. Patients
were discharged a median of 19 (interquartile range, 12-39) days after admission.
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Upon admission, the median NIHSS score was 15 (interquartile range, 10.3-21). Forty-
three (76.8%) patients experienced neurological improvement after recanalization therapy.
At discharge, the median NIHSS score was 7 (interquartile range, 3-15). Twenty-three
(41.1%) patients had outcomes of mild-to-moderate disability. The patients with mild-
to-moderate disability had a significantly lower prevalence of hypertension and atrial
fibrillation/flutter than those with severe disability. The patients with mild-to-moderate
disability had significantly lower initial and discharge NIHSS than those with severe
disability. Table 1 summarizes the comparison between demographic data, the prevalence
of vascular risk factors, and stroke severity between groups.

Table 1. Baseline demographic characteristics, prevalence of vascular risk factors, and stroke severity
of study participants stratified by functional outcomes.

Mild-to-Moderate

Characteristics Total Disability (n = 23) Severe Disability (n = 33) p Value
Age, years, mean (£5D) 70.7 £ 13.0 69.0 +12.7 719 +13.3 0.410
Sex, male, n (%) 32 (57.1%) 13 (56.5%) 19 (57.6%) 0.938
BMI, mean (£SD) 259 + 3.6 26.3 £3.6 25.6 £ 3.6 0.501
Prior vascular risk factors
Hypertension, n (%) 46 (82.1%) 16 (69.6%) 30 (90.9%) 0.040 *
Diabetes mellitus, n (%) 23 (41.1%) 8 (34.8%) 15 (45.5%) 0.425
Hyperlipidemia, n (%) 42 (75.0%) 19 (82.6%) 23 (69.7%) 0.272
Prior stroke, n (%) 11 (19.6%) 3 (13.0%) 8 (24.2%) 0.299
Atrial fibrillation/ flutter, n (%) 27 (48.2%) 7 (30.4%) 20 (60.6%) 0.026 *
Smoking, n (%) 10 (17.9%) 2 (8.7%) 8 (24.2%) 0.135
Initial NIHSS, median (IQR) 15 (10.3-21) 10 (6-15) 18 (14-22.5) 0.002 **
Discharge NIHSS, median (IQR) 7 (3-15) 2 (1-4) 13 (8.8-25) <0.001 **
Recanalization therapy, n (%) 0.006 **
IVT only 30 (53.6%) 18 (78.3%) 12 (36.4%)
EVT only 15 (26.8%) 4 (17.4%) 11 (33.3%)
Both IVT and EVT 11 (19.6%) 1 (4.3%) 10 (30.3%)

Abbreviations: BMI, body mass index; EVT, endovascular thrombectomy; IQR, interquartile range; IVT, intra-
venous thrombolysis; NIHSS, National Institute of Health Stroke Scale; SD, standard deviation. * indicated
p < 0.05. ** indicated p < 0.01.

2.2. Details of Recanalization Therapy

Out of the total number of patients, 30 (53.6%) patients received IVT, 15 (26.8%) re-
ceived EVT, and 11 (19.6%) received both IVT and EVT. The mild-to-moderate disability
group had a significantly higher rate of IVT alone than the severe disability group. The
median time from stroke onset to IVT was 110 (interquartile range, 95-199) and 121 (in-
terquartile range, 95.8-153.3) minutes in the mild-to-moderate and severe disability groups,
respectively. The median time from stroke onset to reperfusion in the patients receiving
EVT was 280 (interquartile range, 202—420.5), and 388 (interquartile range, 310—453.5) min-
utes in the mild-to-moderate and severe disability groups, respectively. Stroke onset to
IVT, groin puncture, and reperfusion time did not significantly differ between the groups.
The percentage of the patients with successful reperfusion (mTICI score > 2b) after EVT
was 100% and 85.7% in the mild-to-moderate and severe disability groups, respectively.
The majority (80.4%) of occluded vessels were in the anterior circulation, with similar
proportions in each group. Table S1 summarizes the details of recanalization therapy.

2.3. Plasma TMAO Levels and Stroke Outcomes

Differences in the overnight fasting level of TMAO after admission were evaluated in
relation to patient demographics, and no significant differences in the TMAO level based on
sex and vascular risk factors were noted (Table S2). No significant correlation was observed
between the TMAO level and age, body mass index (BMI), and lipid profiles. A significant
positive correlation was noted between the TMAO level and glycated hemoglobin (HbAlc;
Pearson correlation coefficient 0.400, p = 0.002; Table S3). Spearman rank correlation results
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revealed a trend toward a positive correlation between the TMAO level and NIHSS scores
upon admission and at discharge (Table 2; Figure 1). The TMAO level did not differ
significantly between the two outcome groups (Table 3; Figure 2).

Table 2. Spearman rank correlation between the NIHSS score and plasma TMAO and SCFA levels.

Spearman Rank

All Enrolled Patients with Stroke (n = 56)

Correlation Initial NIHSS p Value Discharge NIHSS p Value
TMAO 0.087 0.524 0.230 0.089
Formate 0.089 0.516 —0.028 0.836
Acetate 0.077 0.578 —0.003 0.983
Propionate 0.019 0.891 0.078 0.566
Isobutyrate 0.182 0.179 0.099 0.468
Butyrate 0.090 0.511 0.165 0.225
2-methylbutyrate 0.250 0.063 0.209 0.122
Isovalerate —0.329 0.013 * —0.370 0.005 **
Valerate 0.168 0.217 0.185 0.173
Abbreviations: NIHSS, National Institute of Health Stroke Scale; SCFA, short-chain fatty acids; TMAO, trimethy-
lamine N-oxide. * indicated p < 0.05. ** indicated p < 0.01.
p=0.230 p=—0370
40 »=0.089 40 »=0.005
307 : ° : 301 : :
_:_g-n 20 E’ 20
A . . e A
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Figure 1. Spearman rank correlation coefficient (p) and p-value (p) between the plasma levels of
trimethylamine N-oxide (TMAO) and isovalerate, with the NIHSS score at discharge in patients
with acute ischemic stroke. The red line is the line of best fit. NIHSS, National Institute of Health
Stroke Scale.
Table 3. Differences in plasma TMAO and SCFA levels between patients with mild-to-moderate
disability and severe disability.
. Mild-to-Moderate s
Characteristic Total Disability (n = 23) Severe Disability (n = 33) p Value
TMAO, uM, mean (£SD) 11+11 11+14 1.1+09 0.983
Formate, uM, mean (£SD) 752 +£17.0 76.8 £ 18.5 74.1 £ 16.0 0.564
Acetate, pM, mean (+SD) 136.0 £ 58.8 137.0 £59.4 135.3 £59.3 0.916
Propionate, uM, mean (£SD) 10.1 =34 103 £ 3.7 99 +3.2 0.688
Isobutyrate, uM, mean (+SD) 174+ 6.1 1744+59 174+ 63 0.972
Butyrate, pM, mean (£SD) 41+58 51+9.0 35+13 0.310
2-methylbutyrate, tM, mean (£SD) 124+04 1.2+04 1.24+05 0.797
Isovalerate, pM, mean (+SD) 1.7+0.7 20+ 0.6 1.5+0.7 0.013 %
Valerate, uM, mean (£SD) 1.0£04 09+04 1.0£0.5 0.765

Abbreviations: SCFA, short-chain fatty acids; SD, standard deviation; TMAO, trimethylamine N-oxide. * indicated
p <0.05.
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Figure 2. Box-Whisker plots indicating the plasma levels of trimethylamine N-oxide (TMAO) and
isovalerate, in patients with acute ischemic stroke with mild-to-moderate disability and severe
disability. Green color indicated mild-to-moderate disability group; red color indicated severe
disability group. * indicated p < 0.05.

2.4. Plasma SCFA Levels and Stroke Outcomes

When the SCFA level was compared by sex, no significant difference was noted
between the male and female. Significant decreases were observed in the formate level in the
patients with hypertension (73.0 &= 14.5 vs. 85.5 & 23.8, p = 0.033), the isobutyrate level in the
patients with hyperlipidemia (16.2 & 5.3 vs. 20.9 £ 7.1, p = 0.012), and the isovalerate level
in the patients with atrial fibrillation/flutter (1.4 + 0.5 vs. 1.9 + 0.8, p = 0.014) compared
with those without these vascular risk factors (Table 52). The acetate level was significantly
and negatively correlated with BMI (Pearson correlation coefficient = —0.319, p = 0.020).
In the biochemical examination, the acetate level was negatively correlated with the total
cholesterol level (Pearson correlation coefficient = —0.289, p = 0.032) and the LDL level
(Pearson correlation coefficient = —0.275, p = 0.042; Table S3).

The isovalerate level was negatively correlated with the NIHSS score upon admission
(Spearman’s rank correlation coefficient = —0.329, p = 0.013) and at discharge (Spearman’s
rank correlation coefficient = —0.370, p = 0.005), but other SCFAs were not associated with
NIHSS scores (Table 2; Figure 1). Isovalerate was the only SCFA that was significantly
associated with outcomes of AIS, and the isovalerate level was higher in the patients with
mild-to-moderate disability than in those with severe disability (2.0 & 0.6 vs. 1.5 & 0.7 uM,
p = 0.013; Table 3; Figure 2). Furthermore, Table 4 presents the results of the multivariate
logistic regression analysis, which examines the relationship between isovalerate level and
the outcome of severe disability. The isovalerate level was found to be associated with a
decreased likelihood of severe disability independent of covariates in demographic data
[odds ratio (OR) = 0.32; 95% confidence interval (CI) = 0.13-0.79, p = 0.013], comorbid
vascular risk factors (OR = 0.27; 95% CI = 0.09-0.79, p = 0.017), and the treatment of EVT
(OR = 0.32; 95% CI = 0.11-0.95, p = 0.041). These multivariate logistic models were well
calibrated as assessed by the Hosmer and Lemeshow goodness-of-fit test.
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Table 4. Multivariate logistic regression analyses for determining severe disability.

Model 1 Model 2 Model 3

OR 95% CI p Value OR 95% CI p Value OR 95% CI p Value
Isovalerate 0.32 013-0.79  0.013* 027  0.09-0.79  0.017* 0.32 0.11-0.95 0.041 *
Age 1.02 097-1.07  0.565 102 096-1.08  0.590 1.05 0.98-1.12 0.196
?:I({arlr;ale vs. 1.80 051-6.45  0.364 143 035585  0.620 238 0.47-12.09 0.296
Body mass index 0.92 077-111 0378 084  068-1.04 0113 0.86 0.68-1.09 0.213
Hypertension 329  0.52-2098  0.208 2.92 0.42-20.29 0.279
Diabetes mellitus 271 0.62-11.90  0.188 2.66 0.48-14.64 0.260
Hyperlipidemia 038  0.06-2.37 0297 0.56 0.07-4.34 0.577
Smoking 622  071-53.95  0.097 11.85  0.94-148.83 0.056
Prior stroke 121 021-701  0.831 1.16 0.15-8.71 0.889
EVT, vs. IVT only 10.19 1.71-60.78 0.011 *

Age

Sex

Body mass index

Hypertension

Diabetes mellitus

Hyperlipidemia

Prior stroke

Atrial fibrillation/flutter

Initial NIHSS

Recanalization therapy

Model 1: adjusted for demographic data, namely age, sex, and body mass index. Model 2: adjusted for the
covariates in model 1, comorbid vascular risk factors, smoking status and prior stroke. Model 3: adjusted for the
covariates in model 2 and the treatment of endovascular thrombectomy (endovascular thrombectomy only and
combined intravenous thrombolysis and endovascular thrombectomy). Abbreviations: CI, confidence interval;
EVT, endovascular thrombectomy; IVT, intravenous thrombolysis; OR, odds ratio. * indicated p < 0.05.

2.5. Subgroup Analysis of the Effect of Isovalerate on Functional Outcomes

Using the median isovalerate level of 1.54 pM as the cutoff, the effect of isovalerate on
functional outcomes was examined in several patient subgroups (Figure 3). Among the
subgroups, a significant interaction was observed only between age and isovalerate level.
An increased isovalerate level was associated with a higher likelihood of mild-to-moderate
disability in patients aged < 75 years (p for interaction = 0.017). No significant interaction
was found between the isovalerate level and other covariates.

Odds ratio p value Pinteraction

>75 - 328.91 1.00 (0.17-5.77) 1.000 0.017
<75 33.60 (3.43-328.92) <0.001

Man —.— 206.96 2.50 (0.57-11.01) 0.289 0.090
Woman 24.00 (2.78-206.96) 0.003

>27 . 6.67 (1.00-44.28) 0.079 0.908
<27 . 5.76 (1.18-28.25) 0.036

Yes 8.67 (2.00-37.58) 0.005 0.469
No ® 2.67 (0.16-45.14) 1.000

Yes 6.00 (0.87-41.21) 0.089 0.944
No 5.50 (1.22-24.81) 0.037

Yes 015 6.40(1.65-2477) 0012 0.813
No 4.50 (0.34-60.15) 0.559

Yes | S 0.83 (0.05-13.63) 1.000 0.144
No 8.50 (2.14-33.81) 0.002

Yes T 3.11(0.53-18.38) 0.365 0.521
No * 6.93 (1.29-37.22) 0.027

>8 — 5.25(1.35-20.40) 0.026 0.999
<8 r 1.50 (0.67-3.34) 0.333

VT o 110.27 3.50 (0.72-17.09) 0.139 0.870
EVT ! 8.00 (0.58-110.27) 0.235

Both 1.13 (0.89-1.42) 1.000

0 10 20 30 40 50

Figure 3. Odds ratio of a plasma level of isovalerate > 1.54 uM to mild-to-moderate disability in
subgroups of enrolled patients. Odds ratios with 95% confidence intervals and p values are presented.
NIHSS, National Institute of Health Stroke Scale, EVT, endovascular thrombectomy; IVT, intravenous
thrombolysis.
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3. Discussion

To the best of our knowledge, no study has determined the prognostic value of TMAO
and SCFAs for functional outcomes after recanalization therapy in patients with AIS. This
study investigated the role of TMAO and SCFAs in relation to stroke severity and functional
outcomes after recanalization therapy. The results revealed that isovalerate, a branched
SCFA (BCFA), was associated with mild stroke severity and disability after recanalization
therapy for AIS, particularly in patients aged younger than 75 years.

Although the TMAO level could predict stroke severity [19] and unfavorable func-
tional outcomes after AIS [20], the results of this study do not indicate an association
between the TMAO level and stroke severity and functional outcomes after recanaliza-
tion therapy for AIS. This finding can be explained by the low plasma TMAO levels and
high NIHSS scores of our enrolled patients. The plasma TMAO cutoff used to predict
unfavorable outcomes after stroke has been reported to range from approximately 4.95
to 6.6 pM [19,21]. However, in our patients, the median plasma TMAO level was 0.71
(interquartile range, 0.45-1.24) pM, and the maximum value was 5.42 uM. In addition,
because the enrolled patients were indicated for recanalization therapy, they had a higher
initial NIHSS score (median = 15) than those in other studies (median = approximately 4
to 10) [19-21]. In summary, in the population with initial severe AIS and low TMAO levels,
TMAO cannot be used to predict functional outcomes after recanalization therapy for AIS.

The TMAO levels in our study were measured within 24 h after the onset of AIS,
which has been shown to be a reliable measurement in previous studies that demonstrated
no significant changes in TMAO levels during the acute stroke period [22,23]. However,
our recruited patients had relatively low TMAO levels. In addition to the different dietary
habits and lifestyles, the explanation for the discrepancy in TMAO levels between this study
and previous studies could be due to the treatment for hyperlipidemia. Statin treatment
has been reported to lower TMAOQ levels [24], and 75% of our study patients had comorbid
hyperlipidemia, defined by either receiving or having received statin treatment in the past.
Hence, statin treatment may contribute to the lower TMAO levels in our study population.

SCFAs, bacterial metabolites produced by the fermentation of dietary fibers, not
only maintain the intestinal immune system but also modulate communication in the
microbiota—gut-brain axis in stroke [25]. Although changes in SCFA-producing bacteria
and SCFA levels were observed in patients with AIS, some discrepancies were observed
among the types of SCFAs. Increased SCFA-producing bacteria (including Odoribacter and
Akkermansia) were noted in patients with AIS; however, their correlation with stroke severity
and outcomes differed among bacteria [26]. A decreased abundance of Fecalibacterium, a
butyrate producer, was observed in patients with AIS [8]. AIS is associated with decreased
fecal acetate levels and increased valerate levels, which are related to host metabolism and
inflammation [27]. Loss of SCFA-producing bacteria and low fecal acetate levels increased
the risk of poor functional outcomes in patients with AIS [16,28]. In contrast, high plasma
levels of isobutyrate, butyrate, and 2-methylbutyrate were reported to be associated with
poor neurological recovery and severe neurological deficits after EVT for AIS [18]. These
discrepancies may be due to differences in the background of enrolled participants, the
initial severity of the stroke, the sampling of stool or blood, and the timing of sampling
from the onset of stroke symptoms.

Isovalerate represents a small fraction of the BCFA pool, and the effect of BCFAs
on stroke remains largely unknown. This study demonstrated that an increased plasma
isovalerate level after recanalization therapy was associated with mild neurological deficits
and mild disabling outcomes after AIS. Following a multivariate logistic regression analysis,
it was found that there was a significant association between the isovalerate level and
decreased disability after recanalization therapy in AIS patients, which was independent of
patients” demographic data and comorbid vascular risk factors. However, when analyzing
the effect of EVT (EVT only and combined IVT and EVT) on outcomes and including it in
the model, there was a significant and independent association between EVT and severe
disability after recanalization therapy. The reason may be that the treatment of EVT was



Int. ]. Mol. Sci. 2023, 24, 10796

8of 12

not randomized in this study and depended on the patient’s initial severity of AIS. EVT
was only indicated for patients with high severity (NIHSS > 8) and major vessel occlusion
according to the guideline of AIS, so the association between EVT and the increased risk
of severe disability may be due to the high initial severity of such patients (median initial
NIHSS, IVT only: 12, EVT: 21). Nevertheless, the association between isovalerate and
decreased disability persisted even when accounting for all variables. Subgroup analysis
revealed no interaction between recanalization therapy and isovalerate levels in terms
of treatment outcomes. Taken together, this indicated that isovalerate was associated
with decreased disability after recanalization therapy for AIS. Reperfusion status was not
included in the regression analysis as it was only assessed for patients who underwent
EVT, not for those receiving IVT only.

The results of the subgroup analysis showed that there was a significant interaction
effect between isovalerate and age on the outcome. Specifically, in patients aged < 75 years,
isovalerate was significantly associated with decreased disability, but this association was
not observed in patients aged > 75 years. This difference may be explained by the fact that
age is an important predictor of poor prognosis in patients receiving IVT and EVT [29,30].
In this study, patients aged > 75 years had a higher prevalence of two or more comorbid
vascular risk factors than those aged < 75 years (79.2% vs. 40.0%), as well as a lower
reperfusion rate after EVT (TICI > 2b, 62.5% vs. 100%), which could result in a significantly
lower NIHSS improvement during hospitalization (—1.71 vs. —8.41). Therefore, in older
patients, the association of isovalerate with the outcome may be diminished.

In an animal model, significantly decreased fecal levels of SCFAs, including isovalerate,
were observed in aged mice, and the reduction was associated with increased inflammation
and poor outcomes after middle cerebral artery occlusion [31]. Aged stroke mice receiving
SCFA producers and inulin exhibited increased gut, brain, and plasma levels of isovalerate
and the amelioration of poststroke neurological deficits and inflammation [32]. Changes in
fecal total SCFA levels, including isovalerate, after treatment with tanshinone IIA-loaded
nanoparticles and neural stem cell combination therapy in the acute stage were negatively
correlated with ischemic lesion volume and midline shift in pigs with middle cerebral artery
occlusion [33]. These results suggest that isovalerate is involved in the communication
between the gut and brain and can improve functional recovery after recanalization therapy
in patients with AIS. However, given the lack of studies investigating the effect of changes
in BCFA on stroke outcomes, additional studies exploring the effects of the composition of
the gut microbiota on the isovalerate level and outcomes after recanalization therapy for
AIS are warranted.

This is the first study to examine the plasma levels of TMAO and SCFAs in patients
with AIS undergoing recanalization therapy and demonstrate the association between
plasma isovalerate levels and AIS outcomes. However, this study has several limitations
that should be considered to interpret the results appropriately. First, dynamic changes in
the levels of TMAO and SCFAs happened after AIS. Thus, the timeframe of blood sampling
may affect the final results. No significant changes were observed in the TMAO level before
and within 24 h of AIS, but the level decreased significantly thereafter [22,23]. Therefore,
the fasting blood sample collected within 24 h of AIS in the study was used to determine
the baseline TMAO level of the patients enrolled. However, evidence of dynamic changes
in the plasma SCFA level after stroke is lacking. Most studies have used the fecal SCFA
level, whereas one study used the plasma SCFA level during EVT [18]. The appropriate
time point for blood sampling to determine the effect of SCFAs on AIS remains unknown,
and the quantification of the plasma SCFA level before, at the time of, and after AIS in
a study of the same patients would be ideal. Second, we did not determine whether the
plasma levels of TMAO and SCFAs correspond to their brain levels. Research has reported
that after gavage with SCFA producers with inulin, both the plasma and brain levels of
SCFAs increased in mice [32], suggesting a correlation between the plasma and brain levels
of SCFAs. However, because of the lack of evidence indicating the correlation between
the plasma and brain levels of TMAO and the difficulty in determining the brain level of
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TMAO in humans, studies have mostly determined the association of TMAQ with stroke
outcomes using the plasma levels. Therefore, using the plasma levels of TMAO and SCFAs
can be acceptable in this study.

Third, this study included patients with AIS who received IVT, EVT, or a combination
of both. As IVT and EVT have time restrictions, only a small fraction of patients are eligible
for these treatments. Hence, due to the limited number of participants, IVT and EVT were
not separately analyzed in this study. Additionally, since IVT and EVT have different
definitions of favorable functional outcomes in previous studies, this study used the unified
cut-off mRS score of 3 to indicate mild-to-moderate disability after recanalization therapy.
Finally, the study had a short follow-up period, with functional outcomes based on the
mRS score at discharge, mostly within 30 days. Previous studies investigated the effects
of TMAO and SCFAs on long-term functional outcomes mainly using the 90-day mRS
score. This study focused on the early effect of TMAO and SCFAs on AIS outcomes after
recanalization therapy. Future studies should control and address these confounding
factors to determine the association between the gut microbiota, plasma isovalerate level,
and the clinical consequences of AIS after recanalization therapy.

4. Materials and Methods
4.1. Patients

This single-center prospective cohort study was conducted in southern Taiwan. Pa-
tients were enrolled if they (1) had AIS and were admitted within 6 h of symptom onset;
(2) were treated with recanalization therapy, including IVT and/or EVT and (3) received
brain magnetic resonance imaging (MRI) after admission and acute ischemic lesions were
detected on brain MRI. Patients were excluded if they were aged < 20 years, had radi-
ological evidence of an initial intracerebral hemorrhage, were ineligible for IVT or EVT,
or received probiotics or antibiotics within 1 week prior to admission. A comprehensive
assessment of demographic data, medical history, physical and neurological status, and
blood biochemistry was performed for each patient.

4.2. Stroke Severity, Functional Outcomes, and Reperfusion Assessment

Stroke severity was assessed by determining the National Institutes of Health Stroke
Scale (NIHSS) score, and functional outcomes were evaluated by determining the modified
Rankin Scale (mRS) score. The NIHSS score ranges from 0 to 42 and indicates the level of
neurological impairment. Higher scores indicate severe neurological deficits. The NIHSS
score was determined before treatment and at discharge. The mRS score was used to assess
functional status at baseline and at discharge. A functional outcome of mild-to-moderate
disability was defined as an mRS score of 0-3 at discharge. The NIHSS and mRS scores were
measured by a neurologist masked to patients’ TMAO and SCFA levels. Reperfusion status
after EVT was examined using the modified treatment in cerebral ischemia (mTICI) score,
and the mTICI score was determined by the EVT operator by using the final angiograms.

4.3. Sampling and Measurements of Plasma TMAQO and SCFA Levels

Initial fasting peripheral blood samples were collected from all participants within
24 h after the onset of AIS. Plasma TMAO and SCFA levels were measured through lig-
uid chromatography with triple-quadrupole mass spectrometry (LC-MS). In summary,
for all detection and quantification of analytes, Waters ACQUITY UPLC system (Waters
Corporation, Milford, MA, USA) coupled with a tandem MS (Finnigan TSQ Quantum
Ultra triple-quadrupole MS, Thermo Electron, San Jose, CA, USA) in combination with
the Xcalibur software (Thermo Xcalibur version 2.2, ThermoFinnigan, Bellefonte, PA, USA)
was used. The details of the experimental process, calibration procedures, quality con-
trol measurems, and limits of quantification were provided in Supplementary Materials
(Tables S4 and S5 for TMAQ; Tables S6 and S7 for SCFAs). Eight types of SCFAs were mea-
sured: formate, acetate, propionate, isobutyrate, butyrate, 2-methylbutyrate, isovalerate,
and valerate.
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4.4. Statistical Analyses

Patient demographics, medical history, and blood biochemistry were categorized into
categorical and continuous variables. These data were compared between patients with
mild-to-moderate disability (mRS score = 0-3) and severe disability (mRS score = 4-6) by
using the two-tailed #-test for continuous variables and the chi-squared test for categorical
variables. The NIHSS score, type of recanalization therapy, time from symptom onset to
treatment, good angiographic reperfusion (mTICI 2b-3), and site of arterial occlusion were
compared between the groups.

To investigate the link between TMAO, SCFAs, and stroke severity, the Spearman
rank correlation was employed to establish correlations between TMAQO and SCFA levels
and the NIHSS score. In addition, TMAO and SCFA levels were compared between mild-
to-moderate and severe disability groups by using a two-tailed t-test. A multivariate
logistic regression model was conducted to identify the independent association between
the isovalerate level and the outcome of severe disability. Multivariable-adjusted OR and
95% CI for the association between isovalerate level and severe disability were reported
in three models. In model 1, we adjusted for age, sex, and BMI. In model 2, we further
adjusted for other vascular risk factors. In model 3, the treatment of EVT, including EVT
only and combined IVT and EVT, was added to the regression model. Furthermore, the
chi-squared test or Fisher’s exact test with odds ratio analysis was performed to assess
the prognostic value of isovalerate for functional outcomes in the total patient population
and in subgroups. Subgroup analyses were stratified by variables, including age (<75 and
>75), sex, BMI (<27 and >27), comorbid vascular risk factors, initial NIHSS (<8 and >8),
and types of recanalization therapy. The difference between subgroups was calculated by
adding a subgroup by isovalerate interaction term to the regression model. Significance
was set at a two-sided value of p < 0.05.

4.5. Ethical Approval

This study was approved by the Institutional Review Board of Kaohsiung Medical
University Hospital (KMUHIRB-E(I)-20200424) and was conducted in accordance with the
Declaration of Helsinki for experiments involving humans. Written informed consent was
obtained from patients or their legal representatives before enrolment.

5. Conclusions

Our results indicate an association among the plasma isovalerate level, acute AIS
severity, and early functional outcomes after recanalization therapy for AIS. An elevated
plasma isovalerate level was correlated with mild stroke severity and disability after
recanalization therapy for AIS. However, the pathophysiology that occurs with isovalerate
immediately after AIS remains to be fully understood. The change in the gut microbiota
corresponding to the isovalerate level and the effect of recanalization therapy for AIS
warrant further analysis.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/ijms241310796/s1.

Author Contributions: Conceptualization, P.-5.C. and C.-L.L.; data curation, I.-H.Y. and C.-M.K;
formal analysis, P.-5.C.; funding acquisition, P.-S5.C.; investigation, M.-N.W,, T.-C.L. and Y.-O.E;
methodology, P-S.C. and I.-H.Y.; project administration, P.-S.C.; resources, P.-5.C., M.-N.W,, T.-C.L.
and Y.-O.F,; software, P.-5.C.; supervision, C.-H.J. and C.-L.L.; validation, C.-M.K.; visualization,
P-S.C.; writing—original draft, P.-S.C.; writing—review and editing, I.-H.Y., C.-H.J. and C.-L.L. All
authors have read and agreed to the published version of the manuscript.

Funding: This study was supported by grants from the Ministry of Science and Technology, Taiwan
(MOST110-2314-B-037-082) and Kaohsiung Medical University Hospital (KMUH110-0R66).


https://www.mdpi.com/article/10.3390/ijms241310796/s1
https://www.mdpi.com/article/10.3390/ijms241310796/s1

Int. ]. Mol. Sci. 2023, 24, 10796 11 0f12

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki, and approved by the Institutional Review Board of Kaohsiung Medical University
Hospital (KMUHIRB-E(I)-20200424).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available due to privacy.

Acknowledgments: The authors thank the Center for Research Resources and Development of
Kaohsiung Medical University for assistance in the measurement of the plasma levels of TMAO and
SCFA through liquid chromatography with triple-quadrupole mass spectrometry.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Katan, M,; Luft, A. Global Burden of Stroke. Semin. Neurol. 2018, 38, 208-211. [CrossRef]

2. Donkor, E.S. Stroke in the 21st Century: A Snapshot of the Burden, Epidemiology, and Quality of Life. Stroke Res. Treat. 2018,
2018, 3238165. [CrossRef]

3. Powers, WJ.; Rabinstein, A.A.; Ackerson, T.; Adeoye, O.M.; Bambakidis, N.C.; Becker, K.; Biller, J.; Brown, M.; Demaerschalk,
B.M.; Hoh, B.; et al. Guidelines for the Early Management of Patients with Acute Ischemic Stroke: 2019 Update to the 2018
Guidelines for the Early Management of Acute Ischemic Stroke: A Guideline for Healthcare Professionals From the American
Heart Association/ American Stroke Association. Stroke 2019, 50, e344—e418. [CrossRef] [PubMed]

4. Tang, W.H.; Kitai, T.; Hazen, S.L. Gut Microbiota in Cardiovascular Health and Disease. Circ. Res. 2017, 120, 1183-1196. [CrossRef]

5. Tang, WH.W.,; Backhed, F.; Landmesser, U.; Hazen, S.L. Intestinal Microbiota in Cardiovascular Health and Disease: JACC
State-of-the-Art Review. J. Am. Coll. Cardiol. 2019, 73, 2089-2105. [CrossRef] [PubMed]

6. Durgan, D.J; Lee, J.; McCullough, L.D.; Bryan, R.M., Jr. Examining the Role of the Microbiota-Gut-Brain Axis in Stroke. Stroke
2019, 50, 2270-2277. [CrossRef] [PubMed]

7. Singh, V,; Roth, S.; Llovera, G.; Sadler, R.; Garzetti, D.; Stecher, B.; Dichgans, M.; Liesz, A. Microbiota Dysbiosis Controls the
Neuroinflammatory Response after Stroke. J. Neurosci. 2016, 36, 7428-7440. [CrossRef] [PubMed]

8. Xia, G.H;; You, C.; Gao, X.X,; Zeng, X.L.; Zhu, ].].; Xu, K.Y,; Tan, C.H.; Xu, R.T;; Wu, Q.H.; Zhou, HW.; et al. Stroke Dysbiosis
Index (SDI) in Gut Microbiome Are Associated with Brain Injury and Prognosis of Stroke. Front. Neurol. 2019, 10, 397. [CrossRef]

9. Zhang, X.; Wang, X.; Zhao, H.; Cao, R.; Dang, Y.; Yu, B. Imbalance of Microbacterial Diversity Is Associated with Functional
Prognosis of Stroke. Neural Plast. 2023, 2023, 6297653. [CrossRef]

10. Tilg, H. A Gut Feeling about Thrombosis. N. Engl. |. Med. 2016, 374, 2494-2496. [CrossRef] [PubMed]

11.  Nam, H.S. Gut Microbiota and Ischemic Stroke: The Role of Trimethylamine N-Oxide. J. Stroke 2019, 21, 151-159. [CrossRef]

12.  Farhangi, M.A ; Vajdi, M.; Asghari-Jafarabadi, M. Gut microbiota-associated metabolite trimethylamine N-Oxide and the risk of
stroke: A systematic review and dose-response meta-analysis. Nutr. J. 2020, 19, 76. [CrossRef] [PubMed]

13.  Xu,].; Cheng, A; Song, B.; Zhao, M.; Xue, J.; Wang, A.; Dai, L.; Jing, ].; Meng, X; Li, H.; et al. Trimethylamine N-Oxide and Stroke
Recurrence Depends on Ischemic Stroke Subtypes. Stroke 2022, 53, 1207-1215. [CrossRef] [PubMed]

14. Xue,].; Xu, ].; Zhao, M;; Jin, A.; Cheng, A.; Jiang, X; Li, K,; Lin, J.; Meng, X.; Li, H.; et al. Residual Risk of Trimethylamine-N-Oxide
and Choline for Stroke Recurrence in Patients with Intensive Secondary Therapy. . Am. Heart Assoc. 2022, 11, €027265. [CrossRef]

15. Chambers, E.S.; Preston, T.; Frost, G.; Morrison, D.J. Role of Gut Microbiota-Generated Short-Chain Fatty Acids in Metabolic and
Cardiovascular Health. Curr. Nutr. Rep. 2018, 7, 198-206. [CrossRef]

16. Tan, C.; Wu, Q.; Wang, H.; Gao, X.; Xu, R.; Cui, Z.; Zhu, ].; Zeng, X.; Zhou, H.; He, Y,; et al. Dysbiosis of Gut Microbiota and
Short-Chain Fatty Acids in Acute Ischemic Stroke and the Subsequent Risk for Poor Functional Outcomes. |. Parenter. Enter. Nutr.
2021, 45, 518-529. [CrossRef] [PubMed]

17.  Chen, R; Xu, Y;; Wu, P; Zhou, H.; Lasanajak, Y,; Fang, Y,; Tang, L.; Ye, L.; Li, X.; Cai, Z.; et al. Transplantation of fecal microbiota
rich in short chain fatty acids and butyric acid treat cerebral ischemic stroke by regulating gut microbiota. Pharmacol. Res. 2019,
148, 104403. [CrossRef] [PubMed]

18. Henry, N.; Frank, J.; McLouth, C.; Trout, A.L.; Morris, A.; Chen, J.; Stowe, A.M.; Fraser, ].F.; Pennypacker, K. Short Chain Fatty
Acids Taken at Time of Thrombectomy in Acute Ischemic Stroke Patients Are Independent of Stroke Severity but Associated with
Inflammatory Markers and Worse Symptoms at Discharge. Front. Immunol. 2021, 12, 797302. [CrossRef]

19. Wu, C; Xue, F; Lian, Y,; Zhang, J.; Wu, D.; Xie, N.; Chang, W.; Chen, F; Wang, L.; Wei, W.; et al. Relationship between elevated
plasma trimethylamine N-oxide levels and increased stroke injury. Neurology 2020, 94, e667-e677. [CrossRef]

20. Zhai, Q.; Wang, X.; Chen, C.; Tang, Y.; Wang, Y.; Tian, J.; Zhao, Y.; Liu, X. Prognostic Value of Plasma Trimethylamine N-Oxide
Levels in Patients with Acute Ischemic Stroke. Cell. Mol. Neurobiol. 2019, 39, 1201-1206. [CrossRef]

21. Rexidamu, M,; Li, H;; Jin, H.; Huang, J. Serum levels of Trimethylamine-N-oxide in patients with ischemic stroke. Biosci. Rep.

2019, 39, BSR20190515. [CrossRef]


https://doi.org/10.1055/s-0038-1649503
https://doi.org/10.1155/2018/3238165
https://doi.org/10.1161/STR.0000000000000211
https://www.ncbi.nlm.nih.gov/pubmed/31662037
https://doi.org/10.1161/CIRCRESAHA.117.309715
https://doi.org/10.1016/j.jacc.2019.03.024
https://www.ncbi.nlm.nih.gov/pubmed/31023434
https://doi.org/10.1161/STROKEAHA.119.025140
https://www.ncbi.nlm.nih.gov/pubmed/31272315
https://doi.org/10.1523/JNEUROSCI.1114-16.2016
https://www.ncbi.nlm.nih.gov/pubmed/27413153
https://doi.org/10.3389/fneur.2019.00397
https://doi.org/10.1155/2023/6297653
https://doi.org/10.1056/NEJMcibr1604458
https://www.ncbi.nlm.nih.gov/pubmed/27332910
https://doi.org/10.5853/jos.2019.00472
https://doi.org/10.1186/s12937-020-00592-2
https://www.ncbi.nlm.nih.gov/pubmed/32731904
https://doi.org/10.1161/STROKEAHA.120.031443
https://www.ncbi.nlm.nih.gov/pubmed/34794334
https://doi.org/10.1161/JAHA.122.027265
https://doi.org/10.1007/s13668-018-0248-8
https://doi.org/10.1002/jpen.1861
https://www.ncbi.nlm.nih.gov/pubmed/32473086
https://doi.org/10.1016/j.phrs.2019.104403
https://www.ncbi.nlm.nih.gov/pubmed/31425750
https://doi.org/10.3389/fimmu.2021.797302
https://doi.org/10.1212/WNL.0000000000008862
https://doi.org/10.1007/s10571-019-00714-3
https://doi.org/10.1042/BSR20190515

Int. ]. Mol. Sci. 2023, 24, 10796 12 0of 12

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Tan, C.; Wang, H.; Gao, X.; Xu, R; Zeng, X.; Cui, Z.; Zhu, J.; Wu, Q.; Xia, G.; Zhou, H,; et al. Dynamic Changes and Prognostic
Value of Gut Microbiota-Dependent Trimethylamine-N-Oxide in Acute Ischemic Stroke. Front. Neurol. 2020, 11, 29. [CrossRef]
[PubMed]

Schneider, C.; Okun, J.G.; Schwarz, K.V.; Hauke, J.; Zorn, M.; Nurnberg, C.; Ungerer, M.; Ringleb, P.A.; Mundiyanapurath, S.
Trimethylamine-N-oxide is elevated in the acute phase after ischaemic stroke and decreases within the first days. Eur. ]. Neurol.
2020, 27, 1596-1603. [CrossRef] [PubMed]

Li, D.Y,; Li, X.S.; Chaikijurajai, T.; Li, L.; Wang, Z.; Hazen, S.L.; Tang, W.H.W. Relation of Statin Use to Gut Microbial Trimethy-
lamine N-Oxide and Cardiovascular Risk. Am. J. Cardiol. 2022, 178, 26-34. [CrossRef] [PubMed]

Fang, Z.; Chen, M,; Qian, J.; Wang, C.; Zhang, J. The Bridge Between Ischemic Stroke and Gut Microbes: Short-Chain Fatty Acids.
Cell. Mol. Neurobiol. 2023, 43, 543-559. [CrossRef] [PubMed]

Li, N.; Wang, X.; Sun, C.; Wu, X,; Lu, M;; 5i, Y,; Ye, X,; Wang, T.; Yu, X.; Zhao, X; et al. Change of intestinal microbiota in cerebral
ischemic stroke patients. BMC Microbiol. 2019, 19, 191. [CrossRef]

Yamashiro, K.; Tanaka, R.; Urabe, T.; Ueno, Y.; Yamashiro, Y.; Nomoto, K.; Takahashi, T.; Tsuji, H.; Asahara, T.; Hattori, N.
Gut dysbiosis is associated with metabolism and systemic inflammation in patients with ischemic stroke. PLoS ONE 2017, 12,
e0171521. [CrossRef]

Sun, H.; Gu, M,; Li, Z.; Chen, X.; Zhou, ]. Gut Microbiota Dysbiosis in Acute Ischemic Stroke Associated with 3-Month Unfavorable
Outcome. Front. Neurol. 2021, 12, 799222. [CrossRef]

Yafasova, A.; Fosbol, E.L.; Johnsen, S.P; Kruuse, C.; Petersen, ] K.; Alhakak, A.; Vinding, N.E.; Torp-Pedersen, C.; Gislason, G.H.;
Kober, L.; et al. Time to Thrombolysis and Long-Term Outcomes in Patients with Acute Ischemic Stroke: A Nationwide Study.
Stroke 2021, 52, 1724-1732. [CrossRef]

Panni, P.; Gory, B.; Xie, Y.; Consoli, A.; Desilles, ].P.; Mazighi, M.; Labreuche, J.; Piotin, M.; Turjman, F.; Eker, O.F; et al. Acute
Stroke with Large Ischemic Core Treated by Thrombectomy. Stroke 2019, 50, 1164-1171. [CrossRef]

Spychala, M.S.; Venna, V.R.; Jandzinski, M.; Doran, S.J.; Durgan, D.J.; Ganesh, B.P.; Ajami, N.J.; Putluri, N.; Graf, J.; Bryan, RM,;
et al. Age-related changes in the gut microbiota influence systemic inflammation and stroke outcome. Ann. Neurol. 2018, 84,
23-36. [CrossRef] [PubMed]

Lee, J.; d’Aigle, J.; Atadja, L.; Quaicoe, V.; Honarpisheh, P.; Ganesh, B.P.; Hassan, A.; Graf, J.; Petrosino, ].; Putluri, N.; et al. Gut
Microbiota-Derived Short-Chain Fatty Acids Promote Poststroke Recovery in Aged Mice. Circ. Res. 2020, 127, 453-465. [CrossRef]
[PubMed]

Jeon, ].H.; Kaiser, E.E.; Waters, E.S.; Yang, X.; Lourenco, ].M.; Fagan, M.M.; Scheulin, K.M.; Sneed, S.E.; Shin, S.K.; Kinder, H.A.;
et al. Tanshinone ITA-loaded nanoparticles and neural stem cell combination therapy improves gut homeostasis and recovery in a
pig ischemic stroke model. Sci. Rep. 2023, 13, 2520. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.3389/fneur.2020.00029
https://www.ncbi.nlm.nih.gov/pubmed/32082246
https://doi.org/10.1111/ene.14253
https://www.ncbi.nlm.nih.gov/pubmed/32282978
https://doi.org/10.1016/j.amjcard.2022.05.010
https://www.ncbi.nlm.nih.gov/pubmed/35787338
https://doi.org/10.1007/s10571-022-01209-4
https://www.ncbi.nlm.nih.gov/pubmed/35347532
https://doi.org/10.1186/s12866-019-1552-1
https://doi.org/10.1371/journal.pone.0171521
https://doi.org/10.3389/fneur.2021.799222
https://doi.org/10.1161/STROKEAHA.120.032837
https://doi.org/10.1161/STROKEAHA.118.024295
https://doi.org/10.1002/ana.25250
https://www.ncbi.nlm.nih.gov/pubmed/29733457
https://doi.org/10.1161/CIRCRESAHA.119.316448
https://www.ncbi.nlm.nih.gov/pubmed/32354259
https://doi.org/10.1038/s41598-023-29282-9
https://www.ncbi.nlm.nih.gov/pubmed/36781906

	Introduction 
	Results 
	Patient Demographics 
	Details of Recanalization Therapy 
	Plasma TMAO Levels and Stroke Outcomes 
	Plasma SCFA Levels and Stroke Outcomes 
	Subgroup Analysis of the Effect of Isovalerate on Functional Outcomes 

	Discussion 
	Materials and Methods 
	Patients 
	Stroke Severity, Functional Outcomes, and Reperfusion Assessment 
	Sampling and Measurements of Plasma TMAO and SCFA Levels 
	Statistical Analyses 
	Ethical Approval 

	Conclusions 
	References

