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Abstract

We investigated the associations of time-dependent DWI, non-Gaussian DWI and CEST parameters with
histological biomarkers in a breast cancer xenograft model. 22 xenograft mice (7 MCF-7 and 15 MDA-MB-

231) were scanned at 2 diffusion times (T4= 2.5/ 5 ms) with 11 b values (0-600 s/mm?), and 9/ 27.6 ms

with 17 b values (0-3000 s/mm?). The apparent diffusion coefficient, ADC, _ ¢ o, shifted ADC, SADC,, -
1500 @nd the ADC change with T, as well as IVIM and non-Gaussian diffusion parameters were
estimated. CEST images were acquired and the amide proton transfer signal intensity (APT SlI) were
measured. The sADC, - 1500 change and combined ADC change (ADCy - g 2.5 ms With SADCyqq - 1500,
27 6 ms) Was significantly larger for MCF-7 group, and the combined ADC change was positively correlated
with Ki67,,,, and APT SI. ADC, decreased significantly in MDA-MB-231 group and K increased
significantly with T4 in MCF-7 group. APT Sl and cellular area had a moderately strong positive
correlation in MDA-MB-231 and MCF-7 tumors combined, and there was a positive correlation in MDA-
MB-231 tumors. There was a significant negative correlation between APT Sl and the Ki-67-positive ratio
in MDA-MB-231 tumors and when combined with MCF-7 tumors. The associations of combined ADC
change and API Sl with Ki-67 parameters indicate that the T-dependent DW and CEST parameters are

useful to predict the histological markers of breast cancers.

Introduction

MR imaging can provide anatomical and functional information about both normal tissues and diseased
ones, such as tumors . Among the quantitative MRl methods available, diffusion-weighted imaging
(DWI) and chemical exchange saturation transfer (CEST) imaging might be useful to reveal the
microstructure and microvasculature within cancer lesions 173. Although histological assessment from
biopsy remains the basis for determining treatment, many cancers are very heterogeneous, and biopsy
often fails to capture their heterogeneity, as the amount of the tumor obtained with biopsy is very limited.
Whole tumor mapping using MRI might provide additional information about the correlations between
heterogeneity and histology, which could be useful for evaluating the extent of tumors in the preoperative
state or for decision making about neoadjuvant cancer treatment. Regarding breast tumors, which are the
leading cause of cancer death among women worldwide 4, imaging biomarkers with greater specificity to

tumor biology like proliferation activity have been desired to facilitate selection of treatment options °.

Apparent diffusion coefficient (ADC) values obtained from DW images have been widely used in
oncologic imaging. In various tumors, ADC has been recognized as a sensitive surrogate for elevated
cellularity, contributing to reduced motion of water . However, the association of ADC values with tumor
proliferative markers, such as Ki-67 expression, in breast cancer is still controversial /8. Lately, the
diffusion time (T4) has been identified as an important acquisition parameter that can influence ADC
values °. Recent investigations have emphasized the importance of T4 because diffusion is hindered by
many obstacles in biological tissues, decreasing the level of water molecule displacement compared with
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free diffusion paths. The ADC value decreases when T4 gets longer, as water molecules have a greater

probability of interacting with microscopic tissue features such as cell membranes and fibrous tissues.

Several studies have reported that various types of malignant tumors revealed the decrease in ADC
values with long T4 10773,
There have been explorations of several non-Gaussian DWI and intravoxel incoherent motion (IVIM)

parameters that are useful for the differentiation of malignant and benign breast lesions '#~17. Non-
Gaussian DWI, which can be investigated using multiple b values (including high b values), is more
sensitive to water diffusion hindrance by tissue constitutive elements (e.g., cell membranes, fibers). In
contrast, IVIM MR imaging reflects both the diffusion of the water molecules and the perfusion (i.e.,
pseudo-random flow of blood in capillary networks). Perfusion-related parameters, including the pseudo-
diffusion coefficient (D*) and the perfusion fraction (f), may predict tumor microvasculature. Regarding
tumor angiogenesis, a correlation between microvessel density (investigated by CD31 staining) and IVIM
parameters has been observed in various types of cancers 18720,

In this study we have also used a “shifted ADC” (sADC) which is calculated using 2 key b values (here 200
and 1500 S/mmz) to enhance a combined sensitivity to both diffusion and non-Gaussian diffusion, as
well as IVIM effects 27.

CEST has been increasingly considered as a promising molecular imaging method that can evaluate the
presence of low concentrations of molecules other than water 22. CEST might provide complementary
molecular information related to cancer metabolism 23, and its utility has been explored in oncology,

including breast cancer xenograft 242 and human breast cancer 26~?8studies. Amide protons from
mobile proteins and peptides are typical endogenous CEST agents. Several investigations have reported
that amide proton transfer (APT) imaging might be useful to predict tumor proliferation indices such as
the Ki-67 index 28731,

Our purpose was to investigate the associations of time-dependent DWI, non-Gaussian DWI, IVIM, and
CEST parameters obtained from 7T MRI of a murine breast xenograft model with histological biomarkers.

Results
Time-dependent DWI and CEST

The DWI parameters, which were dependent on T in the two tumor xenograft models, are provided in
Table 1. The T4 dependence of the DWI parameters is shown in Figs. 1 and 2. Both ADC_ g9 and
SADCyqq - 1500 €xhibited a tendency to decrease when the T value increased (Fig. 1).
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Table 1

MRI parameters for the MCF-7 and MDA-MB-231 groups. P<0.05%, P<0.01**, considered as statistically

significant
T4 MCF-7 MDA-MB- P
231 value
DWI parameters N=7 N=15
ADCO_6OO 25mS 110"_' 0991’008 0.011*
0.09
-3 2
(*107% mm?/s) 5ms 0.93 4 0.84£0.06  0.091
0.17
9ms 0.81+ 0.79+0.23 0.448
0.21
27.6ms 0.65% 0.68+0.23 0.837
0.16
ADCy _¢go change (%) 41.5¢ 31.3+21.0 0.210
12.7
between 2.5ms and 27.6ms
SADCy0 - 1500 9ms 0.68 % 0.62%0.10 0.066
0.09
-3 2
(*107% mm?/s) 27.6ms 0.48 + 0.53+0.12  0.490
0.07
sADC change (%) 296+x44  146+158 0.002*
between 9ms and 27.6ms
combined ADC change between ADC, 5,,,s and SADCy7 gins 56.7+4.4  46.4+124 0.026"
(%)
Non-Gaussian diffusion parameters N=7 N=15
ADC, 9ms 0.84+ 0.82+0.17 0.546
0.15
-3 2
(*107% mm?/s) 27.6ms 0.72¢ 0.68:0.16  0.546
0.19
K 9ms 047+ 0.76 £0.28 d
0.27 0.005
27.6ms 0.85% 0.92+0.22 0.332
0.15
IVIM parameters N=15 N=7
(%) 9ms 6.7+5.6 581438 0.582
27.6ms 79+56 5256 0.267
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T4 MCF-7 MDA-MB- P
231 value
D* 9ms 711+ 6.10+1.89 0.891
3.59
(*1073 mm?/s)
27.6ms 570 573+2.37 0.989
2.02
CEST parameters N=5 N=12
APT Sl (%) 6.48 + 3.58+1.91 0.113
3.59

The ADCg _ ¢qg Values at T4 values from 2.5 ms to 9 ms, and sADC,qq - 1509 Values at T4 values of 9 ms
were lower in the MDA-MB-231 group than the MCF-7 group, whereas the ADC _ 499 and SADCy0 - 1500
values at T4 = 27.6 ms were compatible for the two groups. The sADC,q - 1500 change and the combined

ADC change in the MCF-7 group were significantly larger than those in the MDA-MB-231 group (29.6 +
4.4%vs.14.6 £15.8%, P<0.01;56.7 + 4.4% vs. 46.4 + 12.4%, P< 0.05; respectively). The ADC _ 9o change

had no significant difference between two xenograft model (41.5+ 12.7% in the MCF-7 group vs. 31.3 ¢
21.0% in the MDA-MB-231 group; P=0.21).

The MDA-MB-231 group had a significantly higher K value than the MCF-7 group at T4 = 9 ms (0.47 £ 0.27
vs. 0.76 £ 0.28, P<0.01). However, K had no significant T4 dependence in either xenograft model. There
was no significant difference in any other IVIM or non-Gaussian diffusion parameters between the two
different types of tumor xenografts (Table 1). In the MDA-MB-231 group, the ADC, value was significantly
lower with increased T4 (P<0.01) and, in the MCF-7 group, the ADC, value insignificantly decreased with
increased T4 (P=0.16). The K value was significantly higher in the MCF-7 group (P< 0.05) with increased
T4, and K in the MDA-MB-231 group insignificantly increased (P= 0.06) with increased T (Fig. 2).

We conducted CEST imaging on 5 and 12 mice with MCF-7 and MDA-MB-231 tumors, respectively. There
was no significant difference of APT Sl between the two different types of tumor xenografts, as shown in
Table 1.

APT Sl had a significant positive correlation with combined ADC change (R=0.57, P<0.05) in mixing
MDA-MB-231 and MCF-7 tumors (Fig. 3). The SADC,qq - 1500 Change had a tendency to correlate

positively with APT S|, but not significantly (R =0.48, P=0.052). The ADC - 409 change had no correlation
with APT SI (R=0.20, P=0.45).

Association between MRI (DWI and CEST) parameters and
histological biomarkers

The association between DWI parameters and histological biomarkers is summarized in Fig. 4. In the
MCEF-7 group, the combined ADC change had a positive correlation with Ki-67 LI, but the correlation was
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not significant (R =0.64, P=0.14, Fig. 4A). There was a positive correlation between the combined ADC
change and Ki-67,,,x (R=0.82, P<0.05, Fig. 4B). In the MDA-MB-231 group, the Ki-67 index revealed
abnormally high expression and had a small standard deviation (SD). Hence, there was no correlation
between the combined ADC change and the Ki-67 tumor proliferation index. Each ADC value using a
different T4 had no significant correlation with the Ki-67 index. There was no significant association
between MVD and fwith T4 values of either 9 or 27.6 ms. However, at T4 = 27.6 ms, a weak trend was
observed between them (R =0.63, P=0.13 for MCF-7 and R=0.31, P=0.26 for MDA-MB-231).

The relationships between CEST parameters and histological biomarkers are summarized in Fig. 5. A
positive correlation between APT Sl and cellular area was shown in MDA-MB-231 tumors and in MDA-MB-
231 and MCF-7 tumors combined (R=0.54, P=0.07 and R=0.60, P=0.01, respectively). APT Sl had no
significant correlation with the Ki-67 index. APT Sl had a significant negative correlation with the Ki-67-
positive ratio in MDA-MB-231 tumors and in MDA-MB-231 and MCF-7 tumors combined (R =-0.59, P=
0.04 and R=-0.59, P=0.01, respectively).

Figures 6 and 7 show representative whole tumor histological images (H&E staining, cellular area map, Ki-
67-positive cell map, and CD31 staining), MR images (T2WI, sADC map (T4 = 9 ms), SADC map (T4 = 27.6
ms), the sSADC change map, and APT imaging map), and H&E staining on high power magnification.
Large sADC change and high APT S| were evident in the viable tumor regions.

Histopathologic features

The histopathological features of MDA-MB-231 and MCF-7 xenograft models are summarized in
Supplementary Table S1 online. The cell size of the MDA-MB-231 tumors was smaller than that of the
MCF-7 group (12.2+ 0.3 ymvs. 15.2+ 0.7 ym, P<0.05), and the cellular area of the MDA-MB-231 group
was lower than that of the MCF-7 group (51.3% + 22.7% vs. 71.8% = 12.2%, P<0.05). In
immunohistochemical evaluation, Ki-67 LI, Ki-67,,,,4, and MVD were significantly higher in the MDA-MB-
231 group than the MCF-7 group (75.5% + 3.3% vs. 58.8% + 11.5%, 80.7% + 3.9% vs. 63.9% * 10.0%, and
44.1+15.9 vs. 23.5 £ 6.8, respectively; P<0.01). The Ki-67-positive ratio, Ki-67 positive area divided by
cellular area, and indices using whole-slide imaging were also significantly higher in the MDA-MB-231
group than the MCF-7 group (60.2% * 20.4% vs. 41.5% + 12.5%, P<0.01). A strong positive correlation
between cellular area and Ki-67 positive area was found in the MDA-MB-231 group (R=0.74, P<0.01), but
not in the MCF-7 group (R=0.41, P=0.32).

Discussion

In this study, we investigated the association between DW parameters measured at different T4 values
(including ADC, sADC, IVIM, and non-Gaussian DWI), CEST parameters, and histopathological features,
especially tumor proliferative markers, using murine xenograft models of human breast cancer. We found
that the combined ADC change using different T4 values had a significant positive correlation with APT

SI. Previous studies have reported that time-dependent DWI or CEST imaging might provide information
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about tumor microstructure indicating tumor proliferation in oncologic imaging 26732 Comparisons of

35

APT Sl and IVIM parameters in cervical cancers 22, gliomas 34, and hepatocellular carcinomas 2°, as well

as comparisons of APT Sl and diffusion kurtosis imaging in rectal carcinomas 3¢, have been reported.
However, the relationship between time-dependent DWI parameters, as tissue level markers, and CEST
parameters, as molecular level markers, is still unknown, to the best of our knowledge.

We used two different human breast cancer cell lines: an estrogen-dependent tumor cell line (MCF-7) and
an aggressive, triple negative breast tumor cell line (MDA-MB-231). The MDA-MB-231 tumor cells showed
smaller cell sizes, larger necrotic areas, higher Ki-67 expression, and greater MVD, suggesting

histopathological malignancy, which is consistent with previous studies 3/~41. Although these
histopathological features appear very different, single measurements of diffusion, IVIM, and CEST
quantitative parameters were not useful to distinguish between the two different tumor types. Only ADC
values at the shortest T, (2.5 ms using OGSE), sADC change and combined ADC change showed

statistically significant differentiation between the two xenograft groups.

The observed decrease in ADC and sADC values with T in breast tumors was in agreement with the
literature, as were the results of our previous investigation 3242 This confirms the hypothesis that
diffusion hindrance in tumors increases when the T4 value increases, as more molecules might hit the
increased number of obstacles such as cell membranes. Our results also confirm that ADC valueis a T4-
dependent quantitative marker and thus that standardization of acquisition parameters in diffusion MRI
is important, especially for multicenter studies 43. Indeed, although the T settings available on clinical
MRI scanners used to be similar, the availability of new, stronger gradient hardware now allows access to
a broad range of T4 values while maintaining high b values. In general, the previous studies implicated
that the ADC values obtained at very short T4 might diminish the contrast for differentiation between
lesion types (i.e., malignant vs. benign lesions) because of a reduced sensitivity to diffusion hindrance
1132 Qur study revealed that only ADC values at the shortest T4 (2.5 ms using OGSE) can distinguish
between two xenograft models. The ADC results obtained at short T4 values might capture the movement
of water molecules in all tissue compartments on the cellular and subcellular scales, whereas the ADC
acquired at longer T4 values might increase the diffusion MRI signal’'s emphasis on the extracellular
space. In this study, we used a tumor model that mixed cellular and necrotic components in various
proportions and ROIs on the whole tumor. The variation of ADC values is particularly large in the MDA-
MB-231 group with a large necrotic area. As the T is increased, the water molecule displacement
becomes larger, and then ADC values at long T4 values may indicate an increase in SD, reflecting the
heterogeneity of the tissue. We considered that the ADC values at T4 = 2.5ms, which captures the
diffusion motion on a small scale, captures the small cell size (many cell membranes) of the MDA-MB-
231 tumors, resulting in significantly lower ADC values in the MDA-MB-231 groups. These results also
suggest that setting an appropriate T is troubling, however the comparison of ADC values between short

and long T4 values might be simple useful parameters to reveal additional information about micro

tissue structure, such as cell size, cell density, or cell membranes 44.
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A previous study that compared between benign and malignant tumors revealed greater ADC changein
malignant than benign lesions 3242, In this study, we assumed that more malignant pathological features
like active proliferation, tight structure, and small cell spacing hinder the diffusion of water molecules
inside tissue and ultimately decrease the ADC value in MDA-MB-231 tumors. However, in this study, the
more aggressive MDA-MB-231 tumors had less sADC change and combined ADC change than the MCF-7
tumors. The presence of a larger necrotic area because of MDA-MB-231's aggressiveness is assumed to
be one of the causes of the lower sADC change and combined ADC change observed in those tumors.
There should be almost no structure in necrotic areas, which means that diffusion should be less
hindered and almost free. Indeed, the areas with small sSADC changes corresponded to the necrotic areas
in some tumors, as shown in Figs. 6 and 7. Investigation of T4's dependence on tumor characterization
provides new insight to supplement standard ADC values, and maps of ADC changes were useful for
highlighting tumor features such as heterogeneity, as shown in this study. Furthermore, our result that the
ADC change, calculated using standard ADC values with b values of 0 and 600 s/mm?, were not able to
distinguish between two different xenografts is an interesting point. The shifted ADC change, excluding
the signal of b value of 0 and using relatively high b value, is suggested to reflect non-Gaussian diffusion
effect and to be more useful to estimate the tumor microstructure, because the behavior of DW signals is
non-Gaussian, especially in highly restricted tissues such as cancers with cell proliferation.

A strong positive correlation between Ki-67,,,,, and combined ADC change was found in MCF-7 tumors (R
=0.82, P<0.05). Cells with high Ki-67 expression tend to have high cellular proliferation and tight tissue
structure, which hinders diffusion of water molecules inside and between these cells. No statistically
significant correlation between tumor proliferative markers and combined ADC changes was found in
MDA-MB-231 tumors. The MDA-MB-231 cell line has been known to express very high levels of Ki-67:
almost 100% of these cells stain positively for Ki-67 3/, in contrast to human breast cancer. We also
found in our study that MDA-MB-231 cell lines had abnormal expression and a small standard deviation
of Ki-67 LI (75.5%%3.3%), so caution is required when extrapolating results obtained with xenograft
models to clinical cancer when considering the association between the Ki-67 marker and MR
parameters. Indeed, our single measurement of the ADC value for each T4 value had no correlation with
any tumor proliferative biomarkers. It has often been found that ADC values are linked to both cell density
and proliferation rate (measured by Ki-67) in tumors #>#. However, ADC can also be affected by other
tissue characteristics, such as vascularity and extracellular water diffusivity. The rate of change of ADC
with T4 appears to be more promising than the ADC value itself for highlighting differences in the tumor
environment. Furthermore, the differences between ADC values observed in various tissue types at
different T4 values might reflect functional differences in diffusion hindrance (e.g., related to membrane

permeability to water 44) in addition to microstructure (related to cell geometry) 4748,

The tendencies of decreased ADC, and increased K with T4 were stronger at Ty = 9 ms than 27.6 msiin

both xenograft models, further confirming the increase in diffusion hindrance. No significant differences
of f, D* or the time dependence of IVIM parameters were found between the two tumor groups. The

differences between various IVIM models (the exponential model and sinc model) #>°? might explain
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some time-dependence of IVIM parameters. In this study, we used an exponential model that is valid as
long as Ty is sufficiently long, but there is a general consensus that this model might not be accurate at
small time scales, explaining the moderate correlation between fand MVD found only at long T4 (27.6
ms) and not at short T4. IVIM MRI might provide quantitative parameters of angiogenesis, like f, which
should increase with the proliferation of neovascularity in some tumors. Tumor angiogenesis is essential
for tumor growth and metastasis, and the establishment of a noninvasive imaging tool is essential to
obtain the degree of angiogenesis noninvasively. As fis expected to be useful as an indicator of the
degree of angiogenesis, further investigation with a larger group of subjects is desirable.

There was no significant association between APT Sl and Ki-67 LI in our study. One reason for this result
might be the abnormally high rate of Ki-67-positive cells, which was found especially in the MDA-MB-231
model. Second, Ki-67 LI was calculated as the mean positive cell count in the cellular area, and it
therefore could not be directly compared with the mean APT Sl value, which was calculated from the ROI
covering the whole tumor including necrosis. Although several previous studies have reported positive
correlations between APT Sl and Ki-67 LI in gliomas 2%, meningiomas 2°, and rectal carcinomas 37, no
correlation was found in rectal adenocarcinomas °'. There have been few studies on the utility of APT
imaging in the differential diagnosis of different breast tumors 2628, and further investigation will be
required to determine whether there is an association between APT Sl and Ki-67 LI.

The positive correlation found between cellular area and APT Sl (as shown in Fig. 5) is consistent with
the general view that mobile protons in the cytoplasm (and mobile proteins and peptides in tumors %2) are
the major sources of APT signals. Malignant tumors with high Ki-67 expression have higher cellularity
and increased cytosolic protein in the cytoplasm, resulting in higher APT SI 2. In contrast, in our study, a
negative association was observed between the Ki-67 positive rate and APT Sl (Fig. 5). The motivations
for establishing the Ki-67 positive ratio (i.e. the ratio of Ki-67-positive area divided by the cellular area)
were to reduce bias in ROI selection and to analyze the value equivalent to the conventional Ki-67LI in
ROls covering the whole tumor using Halo. Because Ki-67 is usually localized to the nucleus when
detected by immunohistochemistry (an unusual cell membrane and cytoplasmic pattern of Ki-67
reactivity has been rarely described °3), a large Ki-67-positive ratio means a small cytoplasmic area. In
Jiang’s report >4, primary central nervous system lymphomas (PCNSL) had significantly lower APT Sl
than high-grade gliomas, and this finding was hypothetically attributed to higher nucleus—cytoplasm
ratios (N/C) in PCNSLs, which would reduce the amount of cytoplasmic protein. No significant correlation
between APT and the Ki-67 positive ratio was observed in MCF-7 cells, which have a small N/C and
varying Ki-67 positive cell rates. The decreased APT Sl signal in MDA-MB-231 tumors may have been
caused by high N/C, but this interpretation is not straightforward.

A moderate positive correlation between combined ADC change and APT Sl was found in our study,
suggesting a link between tumor microstructure at the cellular scale and molecular status. Both
parameters have been reported to reflect the tumor proliferative potential, as shown by Ki-67 expression,
reflecting pathological malignancy, although diffusion MRI and CEST rely on totally different
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mechanisms. The sADC change maps and APT maps (Figs. 5 and 6) look very similar, including a signal
decrease in the necrotic area. Because the ADC values using 2 b values did not correlate significantly with
APT SI, ADC change using multiple T4 values may be useful as additional information to conventional
DW parameters for distinguishing and evaluating two different types of malignancies, as in the present
study.

The limitations of this study include that the number of mice was relatively small and that xenograft
models were used. Xenograft models provide a whole organism environment for tumor growth, but using
immunocompromised mice and differences associated with the implantation site might be limitations.
For example, the observed aberrant expression of Ki-67 is different from that in human breast cancer.
Thus, we cannot directly extrapolate our results to humans. Further investigation is warranted to verify
the associations of DWI and CEST parameters with histopathological biomarkers. Then, in this study, we
are not able to compare simply between ADC, _ ¢g change and sADC, - 1509 Change because the using

T4 to calculate these change values were different. The maximal b value in OGSE was 600 s/mm? for
maintaining the same TE as those in PGSE, hence the sADC, - 1500 change (high key b value of 1500

s/mm?) was calculated at T4 =9 ms and 27.6 ms.

In conclusion, the associations of combined ADC change with different T4 values, API SI, and
histopathological parameters such as Ki-67 expression and cellularity were found. These results indicate
that the T -dependent DWI and CEST parameters are useful for investigating the microstructure of breast
cancers. Furthermore, diffusion parameter values, especially sADC, are dependent on T4, confirming that
this T4 dependence is strongly associated with the degree of diffusion hindrance, which increases with
the T4. These results indicate the importance of reporting T in future studies.

Methods
Cell culture and animal experiments

All animal experiments were performed in accordance with national guidelines and the Regulation on
Animal Experimentation at Kyoto University and in compliance with the ARRIVE guidelines, and approved
by the Kyoto University Animal Care Committee. Two human breast cancer cell lines (MCF-7 and MDA-
MB-231) purchased from American Type Culture Collection, Manassas VA, USA were cultured in
Dulbecco's modified Eagle’s medium with 10% fetal bovine serum and 1% penicillin-streptomycin solution
at 37°C with 5% CO,.

MCF-7 and MDA-MB-231 cells (1 x 10%/uL) were subcutaneously inoculated into the right hindlimbs of 7
and 15 immunodeficient mice (ICR nu/nu 6—8-week-old females; Charles River Laboratories Japan,
Yokohama, Japan), respectively. A 17B-estradiol pellet (0.18 mg, 60-day release; Innovative Research of
America, Sarasota, FL, USA) was implanted subcutaneously into the neck to promote optimal tumor
growth of the estrogen receptor-positive MCF-7 cells. During all procedures, the mice were anesthetized
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with 2% isoflurane (Wako Pure Chemical Industries, Osaka, Japan). Xenografts were allowed to grow for
7-11 weeks to develop tumors of suitable size.

MRI of mice

We imaged 22 xenograft mice (7 MCF-7 and 15 MDA-MB-231) on a 7T MRI scanner (Bruker Biospec,

Ettlingen, Germany) using a "H quadrature transmit/receive volume coil. The mice were anesthetized with
1-3% isoflurane in air and were kept still inside the magnet using ear bars and a bite bar connected to a
nose cone. Respiration and rectal temperature were continuously monitored using an MR-compatible
monitoring system (Model 1025, SA Instruments, Inc., Stony Brook, NY, USA). The rectal temperature was
maintained at 34-37°C.

Acquisition of DW images and parameters

The single-shot echo-planar imaging (SE-EPI) acquisition parameters were: TR = 2500 ms, TE =57 ms, 8
averages, 4 segments, resolution = 250x250 pm?, matrix size = 100x100, field of view = 25x25 mm?2, and
slice thickness = 1.5 mm. DWI were obtained using oscillating gradient spin-echo (OGSE) °° and classical
pulsed gradient spin-echo (PGSE) sequences. Four different T4 values were used: 2.5 ms and 5 ms in

OGSE and 9 ms and 27.6 ms in PGSE. We used 11 and 17 b values for OGSE (0-600 s/mm?) and PGSE
(0-3000 s/mm?), respectively. The acquisition time for each T4 was 14.4 and 22.4 minutes for OGSE and
PGSE, respectively.

A shifted ADC (sADC) value was calculated using b values of 200 and 1500 s/mm? as:

sADC = InS(Lb)/S(Hb)/(Hb — Lb) [1]

where Lb and Hb are a “low key b value” and a “high key b value,” respectively 2.

The ADCg _ g9 change, sADC,qq - 1500 change and a combined ADC change between the different ADC
and sADC values obtained at different diffusion times were calculated as:

ADCy_go change (%) = (ADCi—p sms — ADCi—p7.6ms)/ADCi—p 5ms X 100 [2]
SADC500-1500 change (%) = (SADCi—gms — SADCi_p7.6ms)/SADCi_gms X 100 [3]
combined ADC change (%) = (ADCi—5 sms — SADCi—57 6ms)/ADCi—5 sms X 100 [4]

The rationale for the combined ADC change was to optimize both effects of the diffusion time and non-
Gaussian diffusion.

The signals acquired with each T4 at b >500 s/mm? (free from perfusion-related IVIM effects) were first

fitted using the non-Gaussian diffusion kurtosis model °°:
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S(b) = [[Sodiff exp[—bADCo + K(bADCo0)?/6]]%+ NCF]*/?> [5]

where S(b) is raw signal intensity, S 4i¢ iS the theoretical signal that would be obtained at b = 0 s/mm?
accounting for only the tissue diffusion component, and NCF (noise floor correction factor) characterizes
the “intrinsic” Rician noise contribution observed at low signal intensities within amplitude-reconstructed

MR images. The noise floor was estimated from the average image background noise across runs °°.

As a second step, the fitted diffusion signal component was subtracted from the measured signal

acquired with b < 500 s/mm?, and the remaining signal was fitted using the perfusion-related IVIM model
to obtain estimates of the flowing blood fraction f (which represents the microvascular flowing volume
fraction) and the pseudo-diffusion D* (which represents perfusion-related incoherent microcirculation):

Sivim(b) = Soivim exp(—bD*)  [6]
And
f = Soivim/(Soivim + Sodif f) [7]

where Sivim is the raw signal intensity after the diffusion component has been removed, and Sjivim is
the theoretical signal from perfusion-related IVIM at b = 0 s/mm?. For the non-Gaussian and IVIM
parameters, two T4 values (9 ms and 27.6 ms) from PGSE were used.

Acquisition of CEST images and parameters

CEST slices were obtained at the region of maximum tumor width. CEST images were acquired using the
rapid acquisition with relaxation enhancement (RARE) sequence with a single continuous wave
saturation pre-pulse. The acquisition parameters were: TR = 5000 ms, effective TE = 12 ms, RARE factor =
16, a centric ordered phase encoding, matrix size = 96x96, field of view = 25x25 mm?, and slice thickness
=2 mm. The saturation parameters were: saturation time =1 s, saturation RF power = 5.9 uT, saturation
offset frequencies with respect to water resonance = 41, range =+ 5 ppm, and 0.25 ppm steps. The
acquisition time for each saturation offset was 30 seconds, and the total acquisition time was 20.5
minutes. Reference images were also acquired at a saturation frequency of 40 ppm. The water frequency
offset caused by BO inhomogeneity was corrected using the water saturation shift referencing (WASSR)

method °7. The magnetization transfer ratio asymmetry (MTR,gym) Values were calculated as:
MTRasym (appm) = [S(—a'ppmj — S(+appm)]xsﬂ (8]

where Sy and S (+a ppm) are the MRI signals without and with a saturation RF pulse, respectively. The
APT signal intensity was defined as the MTR,,, value at 3.5 ppm.

Image and histopathological analysis
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Regions of interest (ROIs) were drawn on T2WI as a reference containing the whole tumor region using a
freehand tool, and the ROIs were then copied to the corresponding DWI and APT images to obtain their
signal intensity. The mean values of the diffusion parameters were retrieved for each ROI. MRI data
analysis was performed using code developed in MATLAB (Mathworks, Natick, MA, USA).

The tumor specimens were formalin-fixed and paraffin-embedded, and then sectioned for hematoxylin
and eosin (H&E) stains, which were performed in a routine manner. Imnmunohistochemical staining for Ki-
67 (1:100 dilution, Leica Biosystems, NCL-L-Ki67-MM1, Novocostra, Newcastle, UK) and CD31 (1:100
dilution, Cell Signaling Technology, #77699, MA, USA) was performed using the Ventana Discovery XT
Autostainer (Tucson, Arizona, USA). With regard to Ki-67 staining, the Ki-67 proliferation index was
assessed using only the areas of tissue containing the highest concentrations of cells. The Ki-67
proliferation index was evaluated using the percentage of immunoreactive cells in the area of observation
under high power magnification (HPF, x 200). Five values were averaged to determine the final Ki-67
labeling index (Ki-67 LI), which were calculated in a routine manner via microscopic estimation, and the
Ki-67ax Was determined as the maximum of five values. With regard to CD31 staining, the number of all
vessels in 10 HPF (x40), was added after pre-scanning at low magnification (x10) to choose the area with
the impression of the highest vessel profile number (“hot spot”) in the solid area. The result, microvessel
density (MVD), was calculated as the mean count of vessels in the HPF viewing range.

The tumor specimens were scanned, converted to whole-slide imaging, and analyzed using automated
histology image analysis software (Halo, Indica labs, Corrales, NM, USA). Four areas (cellular, necrotic,
muscle, and stromal areas) were separated and quantified using a pattern recognition algorithm. Cellular
area was defined as a percentage of the total area. The Ki-67-positive cell map over the whole tumor was
also generated using Halo, and the Ki-67-positive area was defined as a percentage of the total area. The
Ki-67 positive ratio was defined as the Ki-67-positive area as a percentage of the cellular area. Cell size
was defined as the mean diameter of 10 cells observed in a square ROI of size 200x200 pm. Three
square ROIs were drawn in representative viable areas of the tumor, and cell size was averaged over these
ROls.

Statistical analysis

The estimated parameter values were expressed as mean + SD. Between-group differences were
compared using the Wilcoxon rank sum test. Spearman’s rank correlation coefficients were used to
evaluate the correlations between each parameters. Pvalues of less than 0.05 were considered
statistically significant. All statistical analysis was performed using Medcalc (version 11.3.2.0,
Mariakierke, Belgium) and R (version 3.6.1; R Foundation for Statistical Computing, Vienna, Austria)
statistical software.

Declarations
Acknowledgements

Page 13/24



We thank Dan Wu, PhD for providing us OGSE sequences. We thank Tomiko Ito for her support and
assistance in animal handling. We also thank Richard Lipkin, PhD for editing a draft of this manuscript.
This work was supported by MEXT KAKENHI Grant No. 18K15588 and AMED Grant Number
JP18ck0106454.

Author contributions statement

Y.S. and M.I. conceived the study and conducted the experiments. Y.S., M.I. Hirohiko Imai and D.L.B.
analyzed the MRI data. Histopathological evaluation were performed by Y.S., M.I, and AY.Y.S., M.I,
Hirohiko Imai, A.Y., M.K., Hiroyoshi Isoda, D.L.B., Y.N contributed to the interpretation of the results. All
authors provided critical feedback and helped shape the research, analysis and manuscript.

Additional information

The authors declare no competing interests.

References

1. Garcia-Figueiras, R. et al. How clinical imaging can assess cancer biology./nsights
Imaging10,28(2019).

2. Le Bihan, D. Apparent diffusion coefficient and beyond: what diffusion MR imaging can tell us about
tissue structure. Radiology268,318—322(2013).

3. Kamimura, K. et al. Amide proton transfer imaging of tumors: theory, clinical applications, pitfalls,
and future directions.Jpn. J. Radiol.37,109-116(2019).

4. Bray, F. et al. Global cancer statistics 2018: GLOBOCAN estimates of incidence and mortality
worldwide for 36 cancers in 185 countries.CA Cancer J. Clin.68,394-424(2018).

5. Mohammed, A. A. Quantitative assessment of Ki67 expression in correlation with various breast
cancer characteristics and survival rate; cross sectional study.Ann Med Surg (Lond)48,129—
134(2019).

6. Padhani, A. R. et al. Diffusion-weighted magnetic resonance imaging as a cancer biomarker:
consensus and recommendations. Neop/asia11,102-125(2009).

7. Surov, A. et al. Can diffusion-weighted imaging predict tumor grade and expression of Ki-67 in breast
cancer? A multicenter analysis.Breast Cancer Res.20,58(2018).

8. Surov, A. et al. Apparent diffusion coefficient cannot predict molecular subtype and lymph node
metastases in invasive breast cancer: a multicenter analysis.BMC Cancer19,1043(2019).

9. Reynaud, O. Time-Dependent Diffusion MRI in Cancer: Tissue Modeling and Applications.Frontiers in
Physics5, (2017).

10. Lemberskiy, G. et al. Time-Dependent Diffusion in Prostate Cancer./nvest. Radiol.52,405-411(2017).

Page 14/24



11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

lima, M. et al. Time-dependent diffusion MRI to distinguish malignant from benign head and neck
tumors.J. Magn. Reson. Imaging50,88-95(2019).

lima, M. et al. Diffusion MRI of the breast: Current status and future directions.J. Magn. Reson.
Imaging52,70-90(2020).

Wagner, M. et al. Comparison of pulsed and oscillating gradient diffusion-weighted MRI for
characterizing hepatocellular nodules in liver cirrhosis: ex vivo study in a rat model. J. Magn. Reson.
Imaging, https://doi.org/10.1002/jmri.26919 (2019).

lima, M. et al. Intravoxel Incoherent Motion and Quantitative Non-Gaussian Diffusion MR Imaging:
Evaluation of the Diagnostic and Prognostic Value of Several Markers of Malignant and Benign
Breast Lesions.Radiology287,432-441(2018).

Liu, C., Liang, C,, Liu, Z., Zhang, S. & Huang, B. Intravoxel incoherent motion (IVIM) in evaluation of
breast lesions: comparison with conventional DWI.Eur. J. Radiol.82,e782-9(2013).

Li, H. M. et al. Diffusion kurtosis imaging for differentiating borderline from malignant epithelial
ovarian tumors: A correlation with Ki-67 expression.J. Magn. Reson. Imaging46,1499-1506(2017).

Sun, K. et al. Breast Cancer: Diffusion Kurtosis MR Imaging-Diagnostic Accuracy and Correlation with
Clinical-Pathologic Factors.Radiology277,46—55(2015).

lima, M. Perfusion-driven Intravoxel Incoherent Motion (IVIM) MRI in Oncology: Applications,
Challenges, and Future Trends. Magn. Reson. Med. Sci, https://doi.org/10.2463/mrms.rev.2019-0124
(2020).

Surov, A. et al. Correlations between intravoxel incoherent motion (IVIM) parameters and histological
findings in rectal cancer: preliminary results.Oncotarget8,21974-21983(2017).

Mayer, P. et al. Assessment of tissue perfusion of pancreatic cancer as potential imaging biomarker
by means of Intravoxel incoherent motion MRI and CT perfusion: correlation with histological
microvessel density as ground truth.Cancer Imaging21,13(2021).

lima, M. & Le Bihan, D. Clinical Intravoxel Incoherent Motion and Diffusion MR Imaging: Past,
Present, and Future.Radiology278,13-32(2016).

Ward, K. M., Aletras, A. H. & Balaban, R. S. A new class of contrast agents for MRI based on proton
chemical exchange dependent saturation transfer (CEST).J. Magn. Reson.143,79-87(2000).

Goldenberg, J. M. & Pagel, M. D. Assessments of tumor metabolism with CEST MRI.NMR
Biomed.32,e3943(2019).

Chan, K. W. Y. et al. CEST-MRI detects metabolite levels altered by breast cancer cell aggressiveness
and chemotherapy response.NMR Biomed.29,806-816(2016).

Klein, J., Lam, W. W,, Czarnota, G. J. & Stanisz, G. J. Chemical exchange saturation transfer MRI to
assess cell death in breast cancer xenografts at 7T. Oncotarget 9, 31490-31501(2018).

Zaric, O. et al. 7T CEST MRI: A potential imaging tool for the assessment of tumor grade and cell
proliferation in breast cancer.Magn. Reson. Imaging59,77-87(2019).

Page 15/24



27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Zhang, S. et al. CEST-Dixon for human breast lesion characterization at 3 T: A preliminary
study.Magn. Reson. Med.80,895-903(2018).

Loi, L. et al. Relaxation-compensated CEST (chemical exchange saturation transfer) imaging in
breast cancer diagnostics at 7T.Eur. J. Radiol.129,109068(2020).

Togao, O. et al. Amide proton transfer imaging of adult diffuse gliomas: correlation with
histopathological grades.Neuro. Oncol.16,441-448(2014).

Joo, B. et al. Amide proton transfer imaging for differentiation of benign and atypical
meningiomas.Eur. Radiol.28,331-339(2018).

Li, L. et al. Comparative Analysis of Amide Proton Transfer MRI and Diffusion-Weighted Imaging in
Assessing p53 and Ki-67 Expression of Rectal Adenocarcinoma. J. Magn. Reson. Imaging,
https://doi.org/10.1002/jmri.27212 (2020).

lima, M. et al. The Rate of Apparent Diffusion Coefficient Change With Diffusion Time on Breast
Diffusion-Weighted Imaging Depends on Breast Tumor Types and Molecular Prognostic Biomarker
Expression./nvest. Radiol.(2021).

Li, B., Sun, H., Zhang, S., Wang, X. & Guo, Q. The utility of APT and IVIM in the diagnosis and
differentiation of squamous cell carcinoma of the cervix: A pilot study.Magn. Reson.
Imaging63,105-113(2019).

Zou, T. et al. Differentiating the histologic grades of gliomas preoperatively using amide proton
transfer-weighted (APTW) and intravoxel incoherent motion MRI.NMR Biomed.31,e3850(2018).
Wu, B. et al. Comparative Study of Amide Proton Transfer Imaging and Intravoxel Incoherent Motion
Imaging for Predicting Histologic Grade of Hepatocellular Carcinoma.Front. Oncol.10,562049(2020).
Chen, W. et al. Three-dimension amide proton transfer MRI of rectal adenocarcinoma: correlation
with pathologic prognostic factors and comparison with diffusion kurtosis imaging. Eur. Radiol,
https://doi.org/10.1007/s00330-020-07397-1 (2020).

Subik, K. et al. L. J. F. The Expression Patterns of ER, PR, HER2, CK5/6, EGFR, Ki-67 and AR by
Immunohistochemical Analysis in Breast Cancer Cell Lines.Breast Cancer4,35-41(2010).
Quiros-Gonzalez, |. et al. Optoacoustics delineates murine breast cancer models displaying
angiogenesis and vascular mimicry.Br. J. Cancer118,1098-1106(2018).

Holliday, D. L. & Speirs, V. Choosing the right cell line for breast cancer research.Breast Cancer
Res.13,215(2011).

Yun, B. L. et al. Intratumoral Heterogeneity of Breast Cancer Xenograft Models: Texture Analysis of
Diffusion-Weighted MR Imaging.Korean J. Radiol.15,591(2014).

Xu, J. et al. Magnetic resonance imaging of mean cell size in human breast tumors. Magn. Reson.
Med, https://doi.org/10.1002/mrm.28056 (2019).

lima, M. et al. Effects of diffusion time on non-Gaussian diffusion and intravoxel incoherent motion

(IVIM) MRI parameters in breast cancer and hepatocellular carcinoma xenograft models.Acta Radiol
Open7,2058460117751565(2018).

Page 16/24



43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Kivrak, A. S. et al. Comparison of apparent diffusion coefficient values among different MRI
platforms: a multicenter phantom study.Diagn. Interv. Radiol. 19,433-437(2013).

Charles, S. & Springer Jr. Using TH20 MR to measure and map sodium pump activity in vivo.J.
Magn. Reson.291,110-126(2018).

Surov, A, Meyer, H. J. & Wienke, A. Correlation between apparent diffusion coefficient (ADC) and
cellularity is different in several tumors: a meta-analysis.Oncotarget8,59492—-59499(2017).

Surov, A, Meyer, H. J. & Wienke, A. Associations between apparent diffusion coefficient (ADC) and KI
67 in different tumors: a meta-analysis. Part 1: ADCmean. Oncotarget 8, 75434-75444(2017).

Niendorf, T., Norris, D. G. & Leibfritz, D. Detection of apparent restricted diffusion in healthy rat brain
at short diffusion times.Magn. Reson. Med.32,672-677(1994).

Pyatigorskaya, N., Le Bihan, D., Reynaud, O. & Ciobanu, L. Relationship between the diffusion time
and the diffusion MRI signal observed at 17.2 Tesla in the healthy rat brain cortex.Magn. Reson.
Med.72,492-500(2014).

Le Bihan, D. What can we see with IVIM MRI? Neuroimage187,56-67(2019).

Fournet, G. et al. A two-pool model to describe the IVIM cerebral perfusion.J. Cereb. Blood Flow
Metab.37,2987-3000(2017).

Nishie, A. et al. Amide proton transfer imaging can predict tumor grade in rectal cancer.Magn. Reson.
Imaging51,96—103(2018).

Yan, K. et al. Assessing Amide Proton Transfer (APT) MRI Contrast Origins in 9 L Gliosarcoma in the
Rat Brain Using Proteomic Analysis.Mol. Imaging Biol.17,479-487(2015).

Faratian, D., Munro, A,, Twelves, C. & Bartlett, J. M. S. Membranous and cytoplasmic staining of Ki67
is associated with HER2 and ER status in invasive breast carcinoma.Histopathology54,254—
257(2009).

Jiang, S. et al. Molecular MRI differentiation between primary central nervous system lymphomas
and high-grade gliomas using endogenous protein-based amide proton transfer MR imaging at 3
Tesla.Eur. Radiol.26,64-71(2016).

Wu, D., Martin, L. J., Northington, F. J. & Zhang, J. Oscillating gradient diffusion MRI reveals unique
microstructural information in normal and hypoxia-ischemia injured mouse brains.Magn. Reson.
Med.72,1366—-1374(2014).

lima, M. et al. Quantitative non-Gaussian diffusion and intravoxel incoherent motion magnetic
resonance imaging: differentiation of malignant and benign breast lesions./nvest. Radiol.50,205-
211(2015).

Kim, M., Gillen, J., Landman, B. A,, Zhou, J. & van Zijl, P. C. M. Water saturation shift referencing
(WASSR) for chemical exchange saturation transfer (CEST) experiments.Magn. Reson.
Med.61,1441-1450(2009).

Figures

Page 17/24



Figure 1

ADCg 60 (% 10° mm?/s) £3 MCF-7
E3 MDA-MB-231
1.25 - .
. SADC;0.1506 { X 103 mim?/s)
[ ]
1.00 ¢ - 1.00
]
L]
0.75 . - 075 .
0.50 0.50 ? %
0.25 0.25
2.5 5 9 27.6 9 27.6
T, (ms) T4 (ms)

Figure 1

Box-whisker plots of ADC0-600 and shifted ADC200-1500 (sADC200-1500) against diffusion time.
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Figure 2

Box-whisker plots of (A) ADCO, and (B) K parameters against diffusion time. * P < 0.05, ** P < 0.01. ADCO
in the MDA-MB-231 group decreased significantly (P < 0.01), and ADCO in MCF-7 group decreased (P =
0.16), with increased diffusion time. K in the MCF-7 group increased significantly (P < 0.05) and K in the
MDA-MB-231 group increased (P = 0.06) with increased diffusion time.
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Figure 3
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Figure 3

Scatter plots of combined ADC change against APT SlI. The Spearman’s rank correlation coefficients R,
the corresponding P values in each tumors are shown in the figure. The black dashed line indicates the
relationship between combined ADC change and APT Sl in the entire tumors (mixing MCF-7 and MDA-

MB-231 groups).

Page 20/24



Figure 4
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Figure 4

Scatter plots of (a) combined ADC change against Ki-67 LI, (b) combined ADC change against Ki-67max,
and (c) f (Td = 27.6 ms) against MVD. The Ki-67 indices in the MDA-MB-231 tumors revealed abnormally

high expression, as shown in Figures 4a and 4b.
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Figure 5
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Figure 5

Scatter plots of (a) APT Sl against Cellular area, (b) APT Sl against Ki-67-positive ratio. The Spearman’s
rank correlation coefficients R, the corresponding P values in each tumor are shown in the figure. The
black dashed line indicates the relationship between APT Sl and histological biomarkers in the entire
tumors (mixing MCF-7 and MDA-MB-231 groups).
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Figure 6

Figure 6

Representative case of MCF-7 tumor. MR images: (a) T2WiI, (b) sADC map (diffusion time, Td = 9 ms), (c)
sADC map (Td = 27.6 ms), (d) sADC change map, (e) APT imaging map, and whole tumor histological
images: (f) H&E staining, (g) cellular area map, (h) Ki-67-positive cell map, (i) CD31 staining. (j) H&E
staining on high power magnification (x400). Yellow line squares with 200 pm sides were drawn on
Figure 6j. The decrease of ADC with Td is evident. The dorsal part of the tumor shows high sADC change
and APT SI.
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Figure 7

Figure 7

Representative case of MDA-MB-231 tumor. MR images: (a) T2WI, (b) sADC map (diffusion time, Td =
9ms), (c) sADC map (Td = 27.6 ms), (d) sADC change map, (€) APT imaging map, and whole tumor
histological images: (f) H&E staining, (g) cellular area map, (h) Ki-67-positive cell map, (i) CD31 staining.
(j) H&E staining on high power magnification (x400). Yellow line squares with 200 um sides were drawn
on Figure 7j. The decrease of ADC with Td is evident. Central necrosis is apparent in regions with low
sADC change and APT SI.
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