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Abstract: In this study, we investigated the utility of native Ty mapping in differentiating between
various grades of fibrosis and compared its diagnostic accuracy to magnetization transfer imaging
(MTTI) in a rat model of CD. Bowel specimens (64) from 46 CD model rats undergoing native T
mapping and MTI were enrolled. The longitudinal relaxation time (T; value) and normalized
magnetization transfer ratio (MTR) were compared between none-to-mild and moderate-to-severe
fibrotic bowel walls confirmed by pathological assessments. The results showed that the correlation
between the T; value and fibrosis (r = 0.438, p < 0.001) was lower than that between the normalized
MTR and fibrosis (r = 0.623, p < 0.001). Overall, the T values (t = —3.066, p = 0.004) and normalized
MTRs (z = 0.081, p < 0.001) in none-to-mild fibrotic bowel walls were lower than those in moderate-to-
severe fibrotic bowel walls. The area under the curve (AUC) of the T; value (AUC = 0.716, p = 0.004)
was significantly lower than that of the normalized MTR (AUC = 0.881, p < 0.001) in differentiating
moderate-to-severe fibrosis from none-to-mild fibrosis (z = —2.037, p = 0.042). Our results support
the view that the Ty value could be a promising imaging biomarker in grading the fibrosis severity of
CD. However, the diagnostic performance of native T; mapping was not superior to MTL

Keywords: Crohn’s disease; fibrosis; T1 mapping; magnetization transfer imaging

1. Introduction

Crohn’s disease (CD) is a progressive and destructive chronic inflammatory bowel
disease. More than 30% of patients with CD develop fibrotic strictures over time, resulting
in distortion of tissue architecture and intestinal dysfunction with further potential in-
tractable complications, such as intestinal obstruction, perforation, and fistulas [1,2]. Recent
studies [3-5] have demonstrated that early medical intervention of intestinal fibrosis may
prevent the exacerbation of fibrotic strictures, thereby altering or delaying the natural
progression of CD. However, when fibrosis progresses to a certain degree, drugs cannot
reverse it, and endoscopic or surgical interventions are required [6]. Therefore, accurate
quantitative detection of intestinal fibrosis is of upmost importance in deciding the indi-
vidual treatment plan and improving the prognosis. Nevertheless, there is no consistent
consensus yet regarding the precise quantitative diagnosis of bowel fibrosis. Methods for
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diagnosing and quantifying intestinal fibrosis have long been sought, including imaging
biomarkers or metrics.

In histopathology, intestinal fibrosis is a consequence of the chronic inflammation that
is characterized by excessive extracellular matrix protein deposition. Among regularly used
imaging modalities, it is conceivable that quantitative magnetic resonance (MR) imaging,
with the MR parameters reflecting the fundamental biologic properties of tissues [7], has
great potential for the evaluation of intestinal fibrosis. Magnetization transfer imaging
(MTI) is a contrast mechanism that is sensitive to the concentration of macromolecules in
an aqueous physiologic environment, such as collagens in the bowel tissue [8,9], and has
been reported as an accurate noninvasive method for the quantitative assessment of bowel
fibrosis [10-12]. The increasing magnetization transfer ratio (MTR) of bowel walls with the
severity of fibrosis allows for distinction of different degrees of fibrosis.

Recently, native T1 mapping has been reported as an emerging noninvasive MR
quantitative technique of fibrosis assessment. It quantitatively measures the longitudinal
relaxation time (T value) that reflects the inherent characteristics of fibrotic tissue and de-
pends on the mobility of the molecules in the tissue, which can be related to various biologic
factors, such as macromolecule concentration, water content, and other micro-environment
conditions [13,14]. T1 mapping can depict even small variations in T; values within tissue
and has been demonstrated with the highest priority in myocardial fibrosis [15,16]. It has
an excellent sensitivity to identify lesions that may be missed by conventional imaging
sequences [17,18]. Although application of T mapping in abdominal lesions is challenging
due to the consideration of temporal resolution in the past decade, this paradigm may have
changed with the rapid development of imaging technology. Now T mapping has also
shown promise in liver [19,20] and renal fibrosis [21,22]. Additionally, a prior study has
demonstrated that using T1 mapping in the bowel is feasible, thus permitting objective
evaluation of the physiological changes in actively inflamed CD in an area that suffers from
motion problem [23].

The purpose of this study was to explore the role of T1 mapping in the characterization
of bowel fibrosis and compare its diagnostic performance with MTI in an experimental rat
model using transmural histopathological finding as the reference standard. Given that
intestinal fibrosis is histologically characterized by excessive extracellular matrix protein
deposition, which may change the mobility of tissue molecules, we hypothesized that the
T1 value may reflect this histopathological changes and aid in the assessment of the severity
of bowel fibrosis in CD with non-inferior diagnostic performance compared to that of MTI.

2. Materials and Methods
2.1. Animal Model

To decrease the influence of confounding factors and obtain different degrees of bowel
fibrosis, we performed this prospective study in a rat model of CD fibrosis. This study
was approved by the corresponding institutional ethics review board (approval number:
[2018]237). All experiments were performed in accordance with the ethics regulations of
animal research.

In this study, the 2, 4, 6-trinitrobenzene sulfonic acid (TNBS)-induced (1 M, 293.17 mg/mL,
Sigma Aldrich, St. Louis, MO, USA) CD rat model was chosen because it is considered a
reproducible animal model that corresponds to CD in humans [24]. Sprague-Dawley rats
were administered 150 mg/kg of TNBS once weekly for either 2, 3, or 4 weeks, to induce
differing degrees of bowel fibrosis. The rats were fasted for 12 h before initiating the model
while allowing water ad libitum. After anesthetizing them, TNBS and 50% ethanol solution
(volume ratio, 1:1) was slowly instilled into the colon using a gavage needle fitted into a
1-mL syringe that was introduced such that the tip was approximately 6 cm proximal to
the anus. After instillation, the rats were turned upside down for approximately 1 min
to prevent the solution from leaking out. A total of 46 CD rats were used for this study:
14 for 2 weeks, 20 for 3 weeks, and 12 for 4 weeks. Meanwhile, 8 normal rats without TNBS
treatment were enrolled in the control group.
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2.2. Image Acquisition

The rats were scheduled for MR examination 6-8 days after the last enema to avoid
acute inflammatory reactions. Before imaging, the rats were fasted for 24 h while water was
permitted ad libitum and were anesthetized with an intraperitoneal injection of 2% pento-
barbital sodium (30 mg/kg) and intramuscular injection of raceanisodamine hydrochloride
(0.1 mg) (Minsheng Pharmaceutical Croup Bozhou Medicine Co., Ltd., Hangzhou, China)
to minimize intestinal peristalsis. MR examination was performed using a 3.0 T MR scanner
(Magneton Verio, Siemens, Munich, Germany) with a 4-channel animal coil (Shanghai
Chenguang Medical Technology Co., Ltd., Shanghai, China).

Axial and sagittal T2-weighed imaging and axial T1-weighted imaging were routinely
performed. T1 mapping images were obtained using a dual flip-angle (2° and 12°) three-
dimensional (3D) gradient echo sequence. MTI images was acquired using two gradient-
echo data sets with and without the application of an off-resonance pulse. All imaging
parameters are summarized in Table 1.

Table 1. MR imaging sequences and parameters.

Parameters T, WI Sagittal To,WI Axial T1WI Axial T1 Mapping MTI
TR (ms) 4000 3200 700 8.6 538
TE (ms) 99 99 15 3.6 44
Matrix 180 x 256 180 x 256 180 x 256 192 x 256 286 x 704
FOV (mm?) 70 x 100 49 x 70 49 x 70 52 x 70 73 x 179
Voxel size (mm?) 04 x04x20 03 x03x20 0.3 x03x20 03 x03x20 03 x03x20
Thickness (mm) 2.0 2.0 2.0 2.0 2.0
FA (degree) 120 120 150 2,12 30
Bandwidth (kHz) 203 203 151 210 254
Acquisition time (s) 186 200 195 144 130

FA = flip angle; FOV = field of view; MTI = magnetization transfer imaging; TE = echo time; TR = repetition time; T; WI = T1-weighted
imaging; ToWI = T2-weighted imaging.

2.3. Image Analysis

To avoid bias in the measurements, the mid-point of the bowel segment with the
most luminal narrowing and/or the most thickening wall on MR images was selected for
analysis, using the anus and gross lesions as the positioning landmarks for location-by-
location matching between the histopathologic section of the resected bowel and the MR
images, by a radiologist (X.L.) with 10 years of experience in gastrointestinal MR imaging.
Subsequently, the other radiologist (B.L.) with 6 years of experience in gastrointestinal MR
imaging who was blinded to the histopathological information measured the T value
and MTR by delineating the region of interest (ROI) on the prelabeled segments on the
T1 maps and MTR maps. The ROIs that cover the layers and entire circumference of the
bowel walls in the axial section and inter- and extra-gut components were avoided. In
each rat, 1-2 discrete targeted bowel segments (interval >2 cm) were selected according to
the extent and severity of the bowel lesion, and each segment measurement was used as
an independent data for statistical analysis. MTR of the psoas muscle was also measured
on the same section of the MTR map. MTR of the bowel wall was divided by the MTR of
skeletal muscle to yield a normalized MTR, which was used for statistical analysis. Three
months after the first measurement, the T; value and normalized MTR were measured by
the same radiologist (B.L.) to evaluate the intra-observer repeatability of the T; value and
normalized MTR.

T; value analysis—quantitative T; maps were automatically reconstructed on a voxel-
by-voxel basis after data acquisition using the Maplt processing tool (Maplt software,
Siemens, Erlangen, Germany). T values were calculated as follows [25]:

sin (1 — e’TR/Tl)

S =M,
0] —e~TR/Ti cos

)
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The signal intensity (S) was determined by the equilibrium magnetization (Mp), longi-
tudinal relaxation (T7), repetition time (TR), and flip angle («). Therefore, Equation (1) can
be reformulated into a linear form as follows:

S _ _tryt, S _TR/T,
sink © tanw +Mo (1 ¢ ) 2)

Since TR is constant, different flip angles can establish a series of equations. Consid-

ering % as X, % asY, e TR/T1 as a slope, and M (1 —e TR/ Tl) as an intercept, the

equation can be easily solved with a linear least square fit. Therefore, the T; value can be

calculated by using two or more flip angles. The unit of the T; values is millisecond.
MTR analysis—MTR maps were generated by using an in-house MATLAB script

(Math Works, Natick, MA, USA). MTR were calculated by using the following equation [10]:

My — Mg

MTR =
My

x 100% (©)]
where M; and M are the signal intensities acquired with and without the off-resonance
pre-pulse saturation, respectively. MTR is dimensionless and is expressed as a percentage.

2.4. Histopathologic Analysis

After MR examination, the rats were immediately sacrificed to obtain the bowel
tissue sample. The specimens were selected by a radiologist (X.L.) who performed a
matched evaluation between the MR images and histologic specimens using the anus
and gross lesions as the positioning landmarks. Subsequently, the bowel specimens were
fixed with 4% paraformaldehyde, embedded in paraffin, and sectioned with 4-um-thick
slices. Hematoxylin and eosin (HE) and Masson trichrome staining were used for the
inflammation score and fibrosis score, respectively. A pathologist (Q.C.), with more than
10 years of experience in gastrointestinal pathology and who was blinded to the MR
imaging information, evaluated the degree of fibrosis based on a semi-quantitative scoring
system (Table 2) [10].

Table 2. Histologic scores for inflammatory and fibrotic Crohn’s disease.

Score Inflammation Fibrosis
0 (none) No inflammation or distortion No fibrosis
. Lamina propria Minimal fibrosis in submucosa
1 (mild) . .
inflammation only or subserosa

Increased submucosal fibrosis, septa

Submucosal foci of inflammation . . .
into muscularis propria and/or septa

2 (moderate) and/or foci of transmural . .. .
. . through muscularis propria, increase in
inflammation
subserosal collage
3 (severe) Significant, dissecting, confluent Significant transmural scar, marked
transmural inflammation subserosal collagen

2.5. Statistical Analysis

Statistical analyses were performed using SPSS v20.0 (IBM Inc., Armonk, NY, USA)
and MedCalc Statistical Software v15.8 (MedCalc Software bvba, Ostend, Belgium). Con-
tinuous variables are expressed as the means =+ standard deviation, or the medians (in-
terquartile range) if not normally distributed. Normality of data was evaluated using
the Shapiro-Wilk test. All tests were two-sided comparisons and p values < 0.05 were
considered statistically significant. The intra-class correlation coefficient (ICC) was used to
assess the intra-observer repeatability of the T; value and normalized MTR. ICC > 0.75,
0.5-0.75, and <0.5 were considered good, moderate and poor agreement, respectively. The
correlation between the MR parameter (T; value or normalized MTR) and fibrosis score
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was evaluated by using partial correlation analysis after controlling for the inflammation
scores. Additionally, a t-test or Mann-Whitney U test was performed to compare the
differences in Tq values and normalized MTR values between moderate-to-severe and
none-to-mild fibrotic bowel walls. A receiver operating characteristic (ROC) curve analysis
was performed, and the area under the curve (AUC) was used to determine the diagnostic
accuracy of the T value and normalized MTR for differentiating the different degrees of
bowel fibrosis. AUC > 0.85, 0.7-0.85, and <0.7 were considered as high, moderate, and low
accuracy, respectively. Fisher’s exact test was performed to verify the association between
inflammation and fibrosis, and the odds ratio (OR) was calculated. Logistic regression was
performed for establishing a model in grading bowel fibrosis.

3. Results
3.1. Animal Models Results and Histologic Evaluation

In this study, a total of 64 bowel specimens from 46 experimental CD rats were
acquired for histopathologic evaluation (Figure 1). Overall, 24 and 40 specimens had
none-to-mild and moderate-to-severe fibrosis, respectively, and 9 and 55 specimens had
none-to-mild and moderate-to-severe inflammation, respectively. The fibrosis score was
associated with the inflammation score (p = 0.011, OR = 7.824), thus suggesting one should
consider the effects of coexisting inflammation when analyzing the diagnostic accuracy of
the T; value and normalized MTR in grading bowel fibrosis. In addition, taking the eight
normal specimens as the control group, the inflammatory and fibrotic scores were 0.

46 CD rats underwent MR examination

l l

For 2 weeks (N = 14) For 3 weeks (N = 20) For 4 weeks (N =12)

——  _ ——

Administration of

TNBS once weekly

; Fibrotic Inflammatory Fibrotic Inflammatory Fibrotic Inflammatory
1-2 discrete targeted : 5
scores scores scores scores scores scores
bowel segments Score 0:n=1 |[ Score0:n=0 | |Score0:n=4 ||Score0:n=0 Score 0: n=0 || Score 0: n=0
(interval >2 cm) were Score 1:n=4 || Score 1:n=3 | |Score 1:n=8 |[|Score l:n=4 Score 1: n=7 || Score 1: n=2
e o e Score2:n=9 || Score2:n=9 | |Score 2: n=14|[| Score 2: n =21 Score2:n=8 || Score 2: n=14
Score3:n=4 || Score3:n=6| |Score3:n=2 ||Score3:n=3 Score3:n=3 || Score 3:n=2

Figure 1. Flowchart of the animal model results and histologic evaluations. CD = Crohn’s disease; MR = magnetic resonance;
N = the number of rats; n = the number of bowel specimens; TNBS = 2,4,6-trinitrobenzene sulfonic acid.

3.2. Diagnostic Efficacy of Ty Value and Normalized MTR in Characterization of Bowel Fibrosis

In 64 bowel specimens from 46 experimental CD rats, a moderate correlation between
the T value and fibrosis score was observed after controlling for the inflammation scores
(r=0.438, p < 0.001). The T; value of none-to-mild fibrosis 1314 & 180 ms was significantly
lower than that of moderate-to-severe fibrosis 1458 4= 183 ms (t = —3.066, p = 0.004). A good
correlation was observed between the normalized MTR and fibrosis score after controlling
for the inflammation scores (r = 0.623, p < 0.001). The normalized MTR of the none-to-mild
fibrosis 0.68 (0.040) was significantly lower than that of the moderate-to-severe fibrosis
group 0.74 (0.040) (z = 5.081, p < 0.001) (Figure 2).



Biosensors 2021, 11, 302

6 of 12

T, value (ms)

2500

2000+

15007

1000+

5007

g p<0.001

p = 0.004

080
=4
=
- s
=
¥
R
& 0709
g
8
L z o
o o]
- 060+
o]
0.50
T T T T
0 1 0 1
None-to-mild fibrosis Moderate-to-severe fibrosis None-to-mild fibrosis Moderate-to-severe fibrosis

(a) (b)

Figure 2. Boxplots showing differences in the T value and normalized MTR between none-to-mild and moderate-to-
severe fibrosis. Significant differences in T7 values (t = —3.066, p = 0.004) (a) and normalized MTR (z = 5.081, p < 0.001)
(b) were found between the none-to-mild and moderate-to-severe fibrosis groups. MTR = magnetization transfer ratio;
T, = longitudinal relaxation time.

The T value and a normalized MTR of the eight specimens from the control group
were 1191 £ 204 ms and 0.65 = 0.06, respectively. Due to the unreliable measurements of
the MR parameters on the thin bowel walls of the normal rats, the statistical analysis in
this study did not include the data of these eight specimens.

The T; value had moderate accuracy (AUC = 0.716; 95% confidence interval (CI):
0.583-0.848; p = 0.004) in distinguishing none-to-mild from moderate-to-severe fibrosis.
Using a T value of 1266 ms as the cutoff value, the sensitivity and specificity were 0.850
and 0.500, respectively. High accuracy of the normalized MTR was observed with an AUC
of 0.881 (95% CI: 0.795-0.967, p < 0.001) in differentiating none-to-mild and moderate-to-
severe fibrosis. Using a normalized MTR of 0.72 as the cutoff value, the sensitivity and
specificity were 0.775 and 0.958, respectively. There was a significant difference in the
AUC:s of the T; values and normalized MTRs in discriminating varying degrees of bowel
fibrosis (z = —2.037, p = 0.042) (Figure 3). Figures 4 and 5 show images of representative
rats with none-to-mild fibrosis and moderate-to-severe fibrosis, respectively.

3.3. Effects of Coexisting Bowel Inflammation on the Diagnostic Performance of the T1 Value and
Normalized MTR in Bowel Fibrosis

In bowel segments with moderate-to-severe inflammation (n = 55), the AUC of the
Ty value (AUC = 0.684, 95% CI: 0.529-0.840, p = 0.030) for differentiating moderate-to-
severe fibrosis was significantly lower than that of normalized MTR (AUC = 0.882, 95% CI:
0.792-0.973, p < 0.001) (z = 2.160, p = 0.031). In bowel segments with none-to-mild inflam-
mation (n =9), the AUCs of the T; value and normalized MTR in differentiating different
grades of fibrosis were 0.714 (95% CI: 0.359-1.000, p = 0.380) and 0.643 (95% CI: 0.107-1.000,
p = 0.558), respectively, which were not significantly different (z = 0.218, p = 0.827). There
were no statistical differences in the AUCs of the T value (z = 0.152, p = 0.879) and nor-
malized MTRs (z = —0.864, p = 0.388) in diagnosing bowel fibrosis in the presence of
none-to-mild and moderate-to-severe inflammation.
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Figure 3. ROC analysis for differentiating none-to-mild fibrosis from moderate-to-severe fibrosis.
ROC analysis shows that T; value (AUC = 0.716, p = 0.004) has moderate accuracy in distinguishing
none-to-mild fibrosis from moderate-to-severe fibrosis in all 64 specimens, while normalized MTR
(AUC = 0.881, p < 0.001) shows good accuracy in differentiating the degree of bowel fibrosis; the
difference between the T; value and normalized MTR is significant (z = —2.037, p = 0.042). AUC = area
under the curve; MTR = magnetization transfer ratio; ROC = receiver operating characteristic;
T; = longitudinal relaxation time.

Figure 4. Images of a mildly fibrotic and moderately inflamed bowel wall of a rat. (a) Axial T2-weighted imaging reveals a
thickened bowel wall. (b) T1 map shows that the T; value is 1304 ms (higher than the cutoff value of 1266 ms), thus indicating
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the presence of moderate-to-severe fibrosis. (¢) The normalized magnetization transfer ratio (MTR) of the corresponding

bowel wall is 0.68 (lower than the cutoff value of 0.72), which suggests the presence of none-to-mild fibrosis. (d) Hematoxylin
and eosin (magnification = 4.93) and (e) Masson’s trichrome staining (magnification = 4.86) depicts moderate inflammation
(score = 2) and mild fibrosis (score = 1). In this case, the diagnosis performance of the T value is inferior to that of

normalized MTR.

(e)

Figure 5. Images of a severely fibrotic and severely inflammatory bowel wall of rat. (a) Axial T2-weigheted imaging
reveals a markedly thickened bowel wall. (b) The T; map shows that the T; value is 1549 ms (higher than the cutoff
value of 1266 ms), thus indicating the presence of moderate-to-severe fibrosis. (c) The normalized magnetization transfer
ratio (MTR) of the corresponding bowel wall is 0.83 (higher than the cutoff value of 0.72), which suggests the presence
of a moderate-to-severe fibrosis. (d) Hematoxylin and eosin (magnification = 4.92) and (e) Masson’s trichrome staining

(magnification = 4.96) depicts severe inflammation (score = 3) and severe fibrosis (score = 3). In this case, the diagnosis
performance of the T; value is equal to that of normalized MTR.

3.4. Model of Multivariate Logistic Regression for Grading Bowel Fibrosis

In our study, the T4 value (p = 0.010, OR = 4.130, 95% CI: 1.413-12.074) and normalized
MTR (p = 0.001, OR =7.231, 95% CI: 2.312-22.618) from 64 bowel specimens were identified
as valuable parameters used to establish a logistic regression model (x? = 31.026, p < 0.001)
for grading bowel fibrosis. Its sensitivity, specificity, positive predictive value, negative
predictive value, and percentage accuracy in diagnosis of bowel fibrosis were 90.0%, 75.0%,
85.7%, 81.8%, and 84.4%, respectively.

3.5. Intra-Observer Agreement

Moderate intra-observer agreement was observed with a T; value with an ICC of
0.718 (95% CI: 0.576-0.819, p < 0.001). The intra-observer agreement of the normalized
MTR was good with an ICC of 0.822 (95% CI: 0.719-0.889, p < 0.001).

4. Discussion

To the best of our knowledge, our study is the first to date to use native T1 mapping
for assessment of bowel fibrosis of CD and compare its diagnostic efficacy with that of MTL
Our results demonstrated that native T; mapping could be a potential noninvasive imaging
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tool in the characterization of CD bowel fibrosis; however, its diagnostic performance might
not be superior to that of MTL

Native T1 mapping is a novel MR quantitative technique that provides tissue char-
acterization in vivo and is well known for the detection fibrosis of myocardiopathy [15].
A prolonged native T value has been observed in patients with hypertrophic cardiomy-
opathy even in the absence of regionally apparent late gadolinium enhancement and
hemodynamic obstruction [17]. Nakamori et al. demonstrated that the native T; value
could predict the histological collagen volume fraction in the myocardium [16]. Recently,
the application of T; mapping has been prevalent in assessing the fibrosis of some ab-
dominal organs. It was reported that, in staging liver fibrosis, native T1 mapping yielded
a similar high accuracy as acoustic radiation force impulse elastography [19] but had a
lower accuracy than MR elastography [26]. In assessing renal fibrosis, the native T value
demonstrated a stronger correlation with both alpha-smooth muscle actin expression and
Masson’s staining than the apparent diffusion coefficient values [22]. Similar to the results
of these studies, our findings demonstrated the feasibility of T; mapping in assessing the
grade of bowel fibrosis in an animal CD model.

Histopathologically, CD bowel fibrosis is characterized by excessive extracellular
matrix protein deposition, which may result in a high T; value. In our study, the T value
of the fibrotic bowel wall was moderately positively correlated with the fibrosis score.
The T; value differs significantly with the degree of bowel fibrosis in CD. Furthermore,
ROC analysis indicated that using 1266 ms as the cutoff value for moderate-to-severe
fibrosis yielded a relative high sensitivity but low specificity. In CD, inflammation and
fibrosis always coexist in the bowel wall and both pathological factors could increase the
Ty value. A previous study reported that inflammation interferes with the evaluation
of the Ty value in liver fibrosis and that the Ty value alone is not accurate in evaluating
liver fibrosis [13]. Therefore, it is necessary to evaluate the effectiveness of the T value in
assessing bowel fibrosis of varying degrees of inflammation. Our results demonstrated that
the AUCs were 0.714 and 0.684 in distinguishing the degree of fibrosis in regions of none-
to-mild and moderate-to-severe inflammation, respectively. These findings demonstrate
a trend of decrease diagnosis performance, which is expected, although there was no
statistically significance between the two AUCs. Considering the sample of none-to-mild
inflammation segments was relatively small, further research is needed to derive evidence-
based conclusions.

MTT has been proposed as a reliable and accurate imaging technique in distinguishing
varying degrees of bowel fibrosis because it is not affected by the severity of inflam-
mation. Image contrast enhancement in MTI is mainly determined by the fraction of
macromolecules, such as collagens, in the tissue [8,9]. Due to collagen deposition in the
bowel tissue, the more severe the fibrosis, the higher is the normalized MTR. Consistent
with the results of our study, a good correlation of normalized MTR with fibrosis scores
were observed, thus allowing for differentiation between none-to-mild and moderate-
to-severe fibrosis in bowel walls with an AUC of 0.881. Furthermore, we compared the
diagnostic performance of T1 mapping and MTI, and the results revealed that the ability of
the T4 value in differentiating varying severity of bowel fibrosis was not superior to that
of normalized MTR. The T; value had higher sensitivity but lower specificity in assessing
bowel fibrosis when compared with those of normalized MTRs. Both inflammation and
fibrosis in the bowel wall could prolong the T value [13], which may partly explain the
high sensitivity and low specificity of T; mapping. While MTI is a dipolar process that
allows chemical exchange between water molecules and macromolecule protons, MTR is
mainly determined by the fraction of macromolecule in tissue, such as the deposition of
collagen in the case of CD-related fibrosis [8,9,27]. Therefore, MTI is not as sensitive to
inflammation, and the image contrast enhancement in MTI may not be observed when the
concentration of collagen is low. These reasons might have caused the low sensitivity and
high specificity of MTI in evaluating bowel fibrosis.
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Therefore, T1 mapping is more sensitive while MTI is more specific for assessing
bowel fibrosis of CD; T1 mapping may be helpful in early detecting of bowel fibrosis,
theoretically. Moreover, our logistic regression model with the Ty value and normalized
MTR had a higher sensitivity than any of the two parameters and an even higher specificity
than that of the T; value. Hence, a combination of the T; value and normalized MTR may
have higher efficacy for grading bowel fibrosis in CD.

Repeatability of the measured T; values is an important determinant of their clinical
utility. Excellent inter-/intra-observer agreement of native T value measurements were
observed in the liver, kidneys, and other solid tissues [19,21,22,28]. However, in our study,
moderate intra-observer agreement was observed for the a native Ty value, which was
lower than that of the normalized MTR. One possible reason might be that the previous
studies performed T7 mapping using an inversion-recovery-based sequence, which has
excellent precision and is highly reproducible [29], while we chose a dual flip-angle 3D
gradient-echo sequence, which has a relatively lower spatial resolution despite the faster
scanning speed. Additionally, the bowel is likely to be more sensitive, with artifacts based
on its relatively limited thickness and motion problems. However, with the development
of MR technology, the increasing temporal resolution will work this problem out. Thus,
application T1 mapping to clinical assessment of CD is within our reach.

This study had certain limitations. First, in this preliminary study, we included an
animal model rather than patients with CD. Ideally, histologic evaluation of bowel fibrosis
should be observed using a full-thickness bowel tissue, which is not available except in
surgical cases. However, patients with CD who undergo surgery usually have moderate-to-
severe fibrosis, which may result in selection bias. Additionally, the ability of T} mapping
in characterizing bowel fibrosis can be more accurately assessed in an animal study because
the bowel specimen can be obtained immediately after MR imaging, whereas, in patients
with CD, the time interval might be several days or weeks. Nevertheless, the effectiveness
of T1 mapping in the diagnosis of intestinal fibrosis needs to be further verified in human
studies. Second, due to the unreliable measurements of the MRI parameters on the thin
bowel walls of the normal rats, the utility of T; mapping in a normal bowel needs to be
explored in CD patients in the future. Third, Bl field inhomogeneity may have affected the
T value and MTR in our study. Ideally, a single slice with B1 mapping correction is the
best method. However, to make the data acquisition as efficient as possible, we ensured the
animals had similar weights and sizes and maintained constant environmental conditions,
which would decrease the potential Bl effects, as previously reported [30]. Moreover,
with the unique advantages of T1 mapping in the heart and liver, beyond bowel lesions,
investigating extra-intestinal complications in such organs of CD using T1 mapping might
be an interesting and promising study in the future.

5. Conclusions

Our results supported that the Ty value could be a promising imaging biomarker
in grading the fibrosis severity of CD. Native T1 mapping has the potential to assess CD
bowel fibrosis but its efficacy in diagnosing the fibrosis severity is not as good as that of
MTI, especially in cases of coexisting moderate-to-severe inflammation. A combination of
the T; value and normalized MTR may have a higher efficacy for grading bowel fibrosis
in CD.

Author Contributions: Conceptualization, X.L., S.F. and B.L.; methodology, B.L., ].L. and Q.C.;
software, J.L. and Q.C.; validation, S.F,, Z.L. and C.S,; formal analysis, B.L.,J.L.,].D., L. H. and S.H.;
investigation, X.L., Q.C., RM. and B.L.; resources, X.L. and S.F,; data curation, X.L., RM. and Q.C.;
writing—original draft preparation, B.L., J.L., ].D. and S.H.; writing—review and editing, X.L., S.F,,
RM.,, C.S. and Z.L; visualization, J.L. and L.H.; supervision, S.F. and Z.L.; project administration,
B.L,J.L,].D. SH. and L.H,; funding acquisition, X.L., C.S., S.E and Z.L. All authors have read and
agreed to the published version of the manuscript.



Biosensors 2021, 11, 302 11 of 12

Funding: This research was funded by National Natural Science Foundation of China, grant number
82070680, 82072002, 81600508, 81771908, 81770654, 81870451. The APC was funded by 82070680,
82072002, 81600508, 81771908, 81770654, 81870451.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Institutional Review Board (or Ethics Committee) of
the First Affiliated Hospital, Sun Yat-Sen University ([2018]237, 24 October 2018). All experiments
were performed in accordance with the ethics regulations of animal research.

Informed Consent Statement: Not applicable.

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 ethical.

Acknowledgments: The authors are grateful to Guijin Li (MR Collaboration NE Asia, Siemens
Healthcare, Shanghai, China) for valuable comments on the MRI sequence adaptation. Meanwhile,
the authors thank Siyun Huang and Jixin Meng for their help and valuable advice during the
implementation of this study.

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

References

1.  Rieder, F; Zimmermann, E.M.; Remzi, FH.; Sandborn, W.J. Crohn’s disease complicated by strictures: A systematic review. Gut
2013, 62, 1072-1084. [CrossRef]

2. Rieder, F; Fiocchi, C.; Rogler, G. Mechanisms, Management, and Treatment of Fibrosis in Patients with Inflammatory Bowel
Diseases. Gastroenterology 2017, 152, 340-350. [CrossRef]

3. Bettenworth, D.; Rieder, F. Medical therapy of stricturing Crohn’s disease: What the gut can learn from other organs—A
systematic review. Fibrogenesis Tissue Repair 2014, 7, 5. [CrossRef]

4. Rogler, G. New therapeutic avenues for treatment of fibrosis: Can we learn from other diseases? Dig. Dis. 2014, 32 (Suppl. 1),
39-49. [CrossRef] [PubMed]

5. Bouhnik, Y.; Carbonnel, F; Laharie, D.; Stefanescu, C.; Hebuterne, X.; Abitbol, V.; Nachury, M.; Brixi, H.; Bourreille, A.; Picon, L.;
et al. Efficacy of adalimumab in patients with Crohn’s disease and symptomatic small bowel stricture: A multicentre, prospective,
observational cohort (CREOLE) study. Gut 2018, 67, 53—60. [CrossRef] [PubMed]

6. Latella, G.; Di Gregorio, J.; Flati, V.; Rieder, F.; Lawrance, I.C. Mechanisms of initiation and progression of intestinal fibrosis in
IBD. Scand ]. Gastroenterol. 2015, 50, 53-65. [CrossRef] [PubMed]

7. Shah, B.; Anderson, S.W.; Scalera, J.; Jara, H.; Soto, J].A. Quantitative MR imaging: Physical principles and sequence design in
abdominal imaging. Radiographics 2011, 31, 867-880. [CrossRef] [PubMed]

8.  Pazahr, S.; Blume, I; Frei, P.; Chuck, N.; Nanz, D.; Rogler, G.; Patak, M.; Boss, A. Magnetization transfer for the assessment of
bowel fibrosis in patients with Crohn’s disease: Initial experience. MAGMA 2013, 26, 291-301. [CrossRef] [PubMed]

9.  Henkelman, R.M,; Stanisz, G.J.; Graham, S.]. Magnetization transfer in MRI: A review. NMR Biomed. 2001, 14, 57-64. [CrossRef]

10. Li, X.H.; Mao, R,; Huang, S.Y.; Sun, C.H.; Cao, Q.H.; Fang, Z.N.; Zhang, Z.W.; Huang, L.; Lin, ].J.; Chen, Y].; et al. Characterization
of Degree of Intestinal Fibrosis in Patients with Crohn Disease by Using Magnetization Transfer MR Imaging. Radiology 2018, 287,
494-503. [CrossRef] [PubMed]

11.  Dillman, J.R.; Swanson, S.D.; Johnson, L.A.; Moons, D.S.; Adler, J.; Stidham, R.W.; Higgins, P.D. Comparison of noncontrast MRI
magnetization transfer and T2 -Weighted signal intensity ratios for detection of bowel wall fibrosis in a Crohn’s disease animal
model. . Magn. Reson. Imaging 2015, 42, 801-810. [CrossRef]

12.  Adler, J.; Swanson, S.D.; Schmiedlin-Ren, P.; Higgins, P.D.; Golembeski, C.P.; Polydorides, A.D.; Mckenna, B.J.; Hussain, HK.;
Verrot, TM.; Zimmermann, E.M. Magnetization transfer helps detect intestinal fibrosis in an animal model of Crohn disease.
Radiology 2011, 259, 127-135. [CrossRef] [PubMed]

13. Hoad, C.L; Palaniyappan, N.; Kaye, P.; Chernova, Y.; James, M.W.; Costigan, C.; Austin, A.; Marciani, L.; Gowland, P.A.; Guha,
LN.; et al. A study of T; relaxation time as a measure of liver fibrosis and the influence of confounding histological factors. NMR
Biomed. 2015, 28, 706-714. [CrossRef] [PubMed]

14. Dekkers, I.A.; Lamb, H.J. Clinical application and technical considerations of T & T»* mapping in cardiac, liver, and renal
imaging. Br. ]. Radiol. 2018, 91, 20170825.

15. Taylor, A.J.; Salerno, M.; Dharmakumar, R.; Jerosch-Herold, M. T1 Mapping: Basic Techniques and Clinical Applications. JACC
Cardiovasc. Imaging 2016, 9, 67-81. [CrossRef] [PubMed]

16. Nakamori, S.; Dohi, K,; Ishida, M.; Goto, Y.; Imanaka-Yoshida, K.; Omori, T.; Goto, I.; Kumagai, N.; Fujimoto, N.; Ichikawa,

Y.; et al. Native Ty Mapping and Extracellular Volume Mapping for the Assessment of Diffuse Myocardial Fibrosis in Dilated
Cardiomyopathy. JACC Cardiovasc. Imaging 2018, 11, 48-59. [CrossRef] [PubMed]


http://doi.org/10.1136/gutjnl-2012-304353
http://doi.org/10.1053/j.gastro.2016.09.047
http://doi.org/10.1186/1755-1536-7-5
http://doi.org/10.1159/000367825
http://www.ncbi.nlm.nih.gov/pubmed/25531352
http://doi.org/10.1136/gutjnl-2016-312581
http://www.ncbi.nlm.nih.gov/pubmed/28119352
http://doi.org/10.3109/00365521.2014.968863
http://www.ncbi.nlm.nih.gov/pubmed/25523556
http://doi.org/10.1148/rg.313105155
http://www.ncbi.nlm.nih.gov/pubmed/21571662
http://doi.org/10.1007/s10334-012-0355-2
http://www.ncbi.nlm.nih.gov/pubmed/23138635
http://doi.org/10.1002/nbm.683
http://doi.org/10.1148/radiol.2017171221
http://www.ncbi.nlm.nih.gov/pubmed/29357272
http://doi.org/10.1002/jmri.24815
http://doi.org/10.1148/radiol.10091648
http://www.ncbi.nlm.nih.gov/pubmed/21324841
http://doi.org/10.1002/nbm.3299
http://www.ncbi.nlm.nih.gov/pubmed/25908098
http://doi.org/10.1016/j.jcmg.2015.11.005
http://www.ncbi.nlm.nih.gov/pubmed/26762877
http://doi.org/10.1016/j.jcmg.2017.04.006
http://www.ncbi.nlm.nih.gov/pubmed/28624408

Biosensors 2021, 11, 302 12 of 12

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Xu, J.; Zhuang, B.; Sirajuddin, A.; Li, S.; Huang, J.; Yin, G.; Song, L.; Jiang, Y.; Zhao, S.; Lu, M. MRI T1 Mapping in Hypertrophic
Cardiomyopathy: Evaluation in Patients Without Late Gadolinium Enhancement and Hemodynamic Obstruction. Radiology
2020, 294, 275-286. [CrossRef] [PubMed]

Carande, E.J.; Piechnik, S.K.; Myerson, S.G.; Ferreira, V.M. Inflammatory bowel disease and myocarditis: T1-mapping the heart of
the problem. Eur. Heart ]. Cardiovasc. Imaging 2017, 18, 940. [CrossRef]

Li, J.; Liu, H,; Zhang, C.; Yang, S.; Wang, Y.; Chen, W.; Li, X.; Wang, D. Native T1 mapping compared to ultrasound elastography
for staging and monitoring liver fibrosis: An animal study of repeatability, reproducibility, and accuracy. Eur. Radiol. 2020, 30,
337-345. [CrossRef]

Li, Z,; Sun, J.; Hu, X,; Huang, N.; Han, G.; Chen, L.; Zhou, Y.; Bai, W.; Yang, X. Assessment of liver fibrosis by variable flip angle
Ty mapping at 3.0T. J. Magn. Reson. Imaging 2016, 43, 698-703. [CrossRef]

Dekkers, I.A.; Paiman, E.; de Vries, A.; Lamb, H.J. Reproducibility of native T1 mapping for renal tissue characterization at 3T. J.
Magn. Reson. Imaging 2019, 49, 588-596. [CrossRef]

Hu, G,; Liang, W.; Wu, M.; Lai, C.; Mei, Y; Li, Y.; Xu, J.; Luo, L.; Quan, X. Comparison of T; Mapping and T1rho Values with
Conventional Diffusion-weighted Imaging to Assess Fibrosis in a Rat Model of Unilateral Ureteral Obstruction. Acad. Radiol.
2019, 26, 22-29. [CrossRef]

Horsthuis, K.; Nederveen, A.].; de Feiter, M.W.; Lavini, C.; Stokkers, P.C.; Stoker, J. Mapping of T1-values and Gadolinium-
concentrations in MRI as indicator of disease activity in luminal Crohn’s disease: A feasibility study. J. Magn. Reson. Imaging 2009,
29, 488-493. [CrossRef] [PubMed]

Kiesler, P,; Fuss, L].; Strober, W. Experimental Models of Inflammatory Bowel Diseases. Cell. Mol. Gastroenterol. Hepatol. 2015, 1,
154-170. [CrossRef]

Cheng, H.L.; Wright, G.A. Rapid high-resolution T1 mapping by variable flip angles: Accurate and precise measurements in the
presence of radiofrequency field inhomogeneity. Magn. Reson. Med. 2006, 55, 566-574. [CrossRef] [PubMed]

Hoffman, D.H.; Ayoola, A.; Nickel, D.; Han, F; Chandarana, H.; Shanbhogue, K.P. T1 mapping, T, mapping and MR elastography
of the liver for detection and staging of liver fibrosis. Abdom. Radiol. 2020, 45, 692-700. [CrossRef]

Grossman, R.I.; Gomori, ].M.; Ramer, K.N.; Lexa, FJ.; Schnall, M.D. Magnetization transfer: Theory and clinical applications in
neuroradiology. Radiographics 1994, 14, 279-290. [CrossRef]

Wang, M.; Gao, F.; Wang, X,; Liu, Y.; Ji, R,; Cang, L.; Shi, Y. Magnetic resonance elastography and T1 mapping for early diagnosis
and classification of chronic pancreatitis. J. Magn. Reson. Imaging 2018, 48, 837-845. [CrossRef]

Kellman, P.; Hansen, M.S. T1-mapping in the heart: Accuracy and precision. . Cardiovasc. Magn. Reson. 2014, 16, 2. [CrossRef]
[PubMed]

Alamidi, D.F,; Smailagic, A.; Bidar, A.W.; Parker, N.S.; Olsson, M.; Hockings, P.D.; Lagerstrand, K.M.; Olsson, L.E. Variable flip
angle 3D ultrashort echo time (UTE) T; mapping of mouse lung: A repeatability assessment. J. Magn. Reson. Imaging 2018, 48,
846-852. [CrossRef]


http://doi.org/10.1148/radiol.2019190651
http://www.ncbi.nlm.nih.gov/pubmed/31769741
http://doi.org/10.1093/ehjci/jex054
http://doi.org/10.1007/s00330-019-06335-0
http://doi.org/10.1002/jmri.25030
http://doi.org/10.1002/jmri.26207
http://doi.org/10.1016/j.acra.2018.03.023
http://doi.org/10.1002/jmri.21535
http://www.ncbi.nlm.nih.gov/pubmed/19161209
http://doi.org/10.1016/j.jcmgh.2015.01.006
http://doi.org/10.1002/mrm.20791
http://www.ncbi.nlm.nih.gov/pubmed/16450365
http://doi.org/10.1007/s00261-019-02382-9
http://doi.org/10.1148/radiographics.14.2.8190954
http://doi.org/10.1002/jmri.26008
http://doi.org/10.1186/1532-429X-16-2
http://www.ncbi.nlm.nih.gov/pubmed/24387626
http://doi.org/10.1002/jmri.25999

	Introduction 
	Materials and Methods 
	Animal Model 
	Image Acquisition 
	Image Analysis 
	Histopathologic Analysis 
	Statistical Analysis 

	Results 
	Animal Models Results and Histologic Evaluation 
	Diagnostic Efficacy of T1 Value and Normalized MTR in Characterization of Bowel Fibrosis 
	Effects of Coexisting Bowel Inflammation on the Diagnostic Performance of the T1 Value and Normalized MTR in Bowel Fibrosis 
	Model of Multivariate Logistic Regression for Grading Bowel Fibrosis 
	Intra-Observer Agreement 

	Discussion 
	Conclusions 
	References

