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Objectives: This study aimed to detect the time window of vascular normalization during
anti-vascular treatment using intravoxel incoherent motion diffusion-weighted imaging
(IVIM-DWI). Simultaneously, we evaluated the tumor invasiveness and vasculogenic
mimicry and performed synthetic assessment of treatment efficacy of angiogenesis
inhibitor combined with conventional chemotherapy using IVIM-DWI.

Materials and Methods: HCT116 cells were subcutaneously administered into the
right flank of BALB/C nude mice to build a colon cancer xenograft model. Thirty-two
tumor-bearing mice were randomly divided into four groups and intraperitoneally
administered with normal saline (Group A or control group), bevacizumab (Group B),
oxaliplatin monotherapy (Group C), and oxaliplatin combined with bevacizumab (Group
D). The IVIM-DWI was performed on days 0, 3, 6, 9, 12, and 15 after the treatments.
Another 51 tumor-bearing mice were included in the pathological examinations.
a-Smooth muscle actin (SMA) and CD31 double-staining, periodic acid-Schiff (PAS) and
CD31 double-staining, hematoxylin and eosin (HE), Ki-67, and E-cadherin staining were
performed. The tumor growth and dynamic change of each parameter were noted.

Results: The mice in Group D manifested the smallest tumor volume and highest tumor
inhibition rate. Microvessel density was significantly decreased but accompanied by
increased vasculogenic mimicry after antiangiogenic treatment. The trend was reversed
by oxaliplatin treatment. Treated with bevacizumab, the vessel maturity index shared a
similar trend with D* and f-values during days 3-12, which slowly increased from days O
to 9 and then decreased briefly. D-value significantly correlated with vasculogenic mimicry
and Ki-67, while D* and f-values showed positive correlations with microvessel density
and E-cadherin, an indicator of epithelial-mesenchymal transition.
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time point. The mice treated with oxaliplatin showed smaller ~MRI Results

tumor volume than that with bevacizumab and compared with ~ One group of representative conventional TIWI, T2WI, and
the control group. The tumor inhibition rates on day 15 were  pseudo-color maps of D, D*, and f-values in Group D is
35.5%, 49.6%, and 68.6% in Groups B, C, and D, respectively. manifested in Figure 1. The mean values and line charts of

TABLE 4 | IVIM-DWI and pathological parameters in different time points from Group D.

Group D Base Day 3 Day 6 Day 9 Day 12 Day 15 F P

D (10~° mm?/s) 0.571 £ 0.029 0.596 + 0.032 0.650 + 0.027 0.708 + 0.030 0.745 £ 0.023 0.764 + 0.039 54.02 0.001
D* (1078 mm?/s) 714 +£0.64 7.30 + 0.67 7.99 + 0.51 8.91 + 0.45 7.32 + 0.46 7.09 + 0.51 13.301 0.001
f (%) 16.8 £ 0.9 17.0 £ 0.9 177 £ 11 185+ 1.0 16.6 £ 0.9 16.1 £1.0 6.03 0.001
VMI (%) 542 £ 4.0 555+ 2.8 62.8 £ 2.7 60.3 £ 3.9 52.5 + 4.1 46.6 + 2.7 22.366 0.001
MVD 15.7 £ 0.6 147 £ 21 143 £ 2.1 130+ 1.0 100+ 1.0 9.4 +15 13.281 0.001
VM 43+ 15 40+ 1.0 47 +15 3.3+06 23+ 06 1.9+08 5.482 0.003
Ki-67 (%) 38.1+1.6 37.3+1.0 354 +1.4 33.6 £ 0.9 31.5+1.0 27.7 £1.5 43.934 0.001
E-cadherin (%) 233 +£1.1 244 + 0.8 282 +1.3 31.7+1.4 35.8+ 23 371 +1.6 58.279 0.001
Tumor volume (mmq) 210.0 £ 25.9 256.0 + 22.2 284.0 + 54.6 32.3 + 66.2 342.0 + 43.1 3499 + 42.2 12.035 0.001

Repeated measures analysis of variance was used to generate the P-value. IVIM-DWI, intravoxel incoherent motion diffusion-weighted imaging; VM, vascular maturity index; MVD,
microvessel density; VM, vasculogenic mimicry.

FIGURE 2 | Longitudinal monitoring of intravoxel incoherent motion diffusion-weighted imaging (IVIM-DWI) and pathological parameters as well as tumor growth in the
four groups. The data point indicated mean and standard deviation. *P < 0.05, **P < 0.01, and ***P < 0.001 were generated from comparisons between the four
groups at each time point using one-way analysis of variance. Graphs show trends for tumor growth (A), and MRI parameters-D value (B), D" value (C), and f value
(D), and vessel maturity index (E), vasculogenic mimicry (F), microvessel density (G), Ki-67 index (H) and E-cadherin (I).
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Groups A, B, C, and D are manifested in Tables 1-4 and
Figure 2.

On conventional images, the tumor showed slow growth with
little tumor volume change during days 3-15 in Group D. Small
patchy high signals indicating liquefactive necrosis were observed
in the tumor core on T2WI as early as day 6 after the treatment
in this group. For Groups B and C, the tumor volume moderately
increased, and multiple scattered high signals were revealed
on T2WI on days 12 and 15. For Group A, the tumor area
showed a rapid increase with an obvious high signal on T2WT on
day 12.

For the MR indicators, D-value showed a slow decline (F =
6.971, P < 0.001), while D* (F = 5.937, P < 0.001) and f-values
(F =1.377, P = 0.252) gradually increased until day 15 in Group
A, which may be caused by the physiological growth of the tumor
with crowded cellularity and increased demand of blood supply
over a long period of time.

For bevacizumab monotherapy, D-value slowly decreased
over time and started to rise on day 6 (F = 6.321, P < 0.001),
indicating that the restricted diffusion of water molecules was
relieved due to the treatment. D* (F = 13.649, P < 0.001) and
f-values (F = 7.192, P < 0.001) gradually increased during day 0
to 9, representing an augment of tumor perfusion due to vascular
normalization. They decreased between day 9 and 12, followed
by a slight upward trend after day 12. The delayed antiangiogenic
effect and the recession of vascular normalization may account
for the subsequent changes on tumor perfusion.

For oxaliplatin monotherapy, D-value maintained a slow
upward trend and was higher than those in Groups A and B (F
=17.116, P < 0.001), suggesting an improved treatment efficacy.
D* (F = 3.665, P = 0.008) and f-values (F = 4.181, P = 0.004)
initially increased and then started to decrease on day 6. These
may be a subsequent change due to tumor necrosis.

For combination therapy, D-value increased significantly after
6 days and reached a peak on day 15, which was also higher than
that of the other groups. D* (F = 13.301, P < 0.001) and f-values
(F = 6.030, P < 0.001) increased to a peak on day 9 but lower
than those of Group B, and then fell back until day 15. The trend
indicated a similar anti-vascular effect as in Group B.

Histological Results
The mean values of pathological indicators in Groups A, B, C,
and D at each time point are shown in Tables 1-4. Their line
charts are manifested in Figure 2. The representative HE staining
in Groups A, B, C, and D at six time points is shown in Figure 3.
The tumor cells in Group A were dense. A few necrosis areas
were observed as the tumor grew. In Group B, a small amount
of necrosis and cell apoptosis appeared in the tumor core. More
karyopyknosis and nuclear fragmentation with homogeneous
red-stained areas were observed in the later time points. In group
C, small patches of hemorrhage and necrosis appeared on day 3,
which mainly distributed in the tumor core. More necrosis areas
were observed in Group D, especially on days 12 and 15.

Base 3d 6d

GroupC  GroupB Group A

Group D

necrosis areas were observed in Group D, especially on days 12 and 15.

FIGURE 3 | Hematoxylin and eosin staining (x 100) of a representative tumor section from the four groups at different time points. More necrosis areas were observed
in Group D and obvious on days 12 and 15. The tumor cells in Group A were dense. A few of necrosis areas were observed as the tumor grew. In Group B, a small
amount of necrosis and cell apoptosis occurred in the tumor core. More karyopyknosis and nuclear fragmentation with homogeneous red-stained areas were
observed in the later time points. In Group C, small patches of hemorrhage and necrosis appeared on day 3, which mainly distributed in the tumor core. More
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Base 3d

Group A

Group C Group B

Group D

6d 9d 12d 15d

FIGURE 4 | «-Smooth muscle actin (SMA) and CD31 immunofluorescent double-staining (x 100) of a representative tumor section from the four groups at different
time points. a-SMA was stained in green and CD31 in red. Elevated expressions of green-stained a-SMA were observed 3 days after treatment in both Groups B and
D. The vessel maturity index rose to a peak on day 6 and 9, respectively, and returned to a lower level afterward in Groups B and D. No meaningful changes were
observed in Groups A and C over time.

Regarding the double-staining section of a-SMA and CD31
(Figure 4), elevated expressions of green-stained a-SMA were
observed 3 days after treatment in both Groups B and D. The
VMI rose to a peak on day 6 and day 9, respectively, and returned
to a lower level afterward in Groups B and D. No meaningful
changes were observed in Groups A and C over time.

Regarding the double-staining section of PAS and CD31
(Figure 5), both Groups B and D showed a decreased trend
in MVD after treatment due to the antiangiogenic effect. The
number of VM in Group B increased in different speeds over
time. It obviously increased on day 9 after administration,
indicating an alternative angiogenic mode was simultaneously
stimulated due to the antiangiogenic effect. However, downward
trends were observed in Groups C and D 6 days after
administration, which meant that rather than bevacizumab, it
was oxaliplatin that produced the inhibiting effect on VM. No
significant change was observed in Group A regarding VM
and MVD.

Group D showed the lowest Ki-67 expression on day 15
compared to the other groups, indicating that the combination
therapy could have the most remarkable suppressing effect on
tumor cell proliferation activity (Figure 6).

The E-cadherin expression rapidly increased in both Groups B
and D, especially in Group D, indicating more stable intercellular
connectivity and lower likelihood of EMT after treatment. A
mild increase was also observed in Group C, but a slow
decline was observed in Group A with no statistical difference
(Figure 7).

Correlation Results

The correlation coefficients between imaging and pathological
indicators are listed in Table 5. In assessing tumor angiogenesis,
f-value had the highest correlation with MVD (r = 0.784, P
< 0.001), followed by D* and D-values. D-value showed the
strongest correlation with VM (r = —0.741, P < 0.001), followed
by f and D* value. In reflecting cell proliferation activity, D-
value was most strongly correlated with Ki-67 (r = —0.781, P
< 0.001), followed by D* and f-value. In assessing metastatic
potential of tumor cells, D* value was most highly correlated with
E-cadherin staining (r = 0.799, P < 0.001), followed by f and
D-value. In predicting tumor growth, D-value had the highest
negative correlation with tumor volume (r = —0.662, P < 0.001),
followed by D* and f-value.

DISCUSSION

In this study, we continuously monitored the tumor cellularity
and microcirculation perfusion changes on a colon cancer model
during antiangiogenesis combined with oxaliplatin treatment by
IVIM-DWI. We found the combination therapy had the most
significant inhibiting effect on tumor growth. The formation
of vasculogenic mimicry was stimulated by single bevacizumab
treatment, but was suppressed to a certain extent by oxaliplatin
treatment. D-value significantly correlated with vasculogenic
mimicry and Ki-67, while D* and f-values showed positive
correlations with microvessel density and E-cadherin. The
vascular normalization and concomitant microenvironment
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Group C Group B Group A

Group D

FIGURE 5 | Periodic acid-Schiff (PAS) and CD31 immunohistochemical double-staining (x 100) of a representative tumor section from the four groups at different time
points. Both Groups B and D showed a decreased trend in microvessel density after treatment, with increased vasculogenic mimicry number in Group B. However,
the numbers declined in Groups C and D 6 days after administration. Both Groups B and D showed a decreased trend in microvessel density after treatment. The
number of vasculogenic mimicry in Group B increased in different speeds with time. However, downward trends were observed in Groups C and D 6 days after
administration. No significant change was observed in Group A regarding microvessel density and vasculogenic mimicry.

Base 3d

6d 9d 12d 15d
||||||||||||\‘||||||||||||‘||||||||||||‘||||||||||||‘||||||||||||‘||||||||I!!I
|“““““‘|\““““‘llll\|“““||||||\““‘||||||||||||““““‘|\|||||||||I!!l\

Group A

Group C Group B

Group D

100 pm
—

FIGURE 6 | Ki-67 immunofluorescent staining (x 100) of a representative tumor section from the four groups at different time points. Groups C and D showed lower
Ki-67 expressions than those of the other groups, especially on days 12 and 15. Group D showed the lowest Ki-67 expression on day 15 compared to that of the
other groups, indicating that combination therapy could significantly suppress the proliferation activity of tumor cells after treatment.

Frontiers in Oncology | www.frontiersin.org 9 August 2020 | Volume 10 | Article 1376


https://www.frontiersin.org/journals/oncology
https://www.frontiersin.org
https://www.frontiersin.org/journals/oncology#articles

Liang et al.

IVIM-DWI Used in Vasculogenic Mimicry

Base 3d
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FIGURE 7 | E-cadherin immunofluorescent staining (x 100) of a representative tumor section from the four groups at different time points. Bright red-stained
E-cadherin was the most obvious in Group D in the late time points. Groups B and C also showed an increase of E-cadherin expression after treatment. The
E-cadherin expression rapidly increased in both Groups B and D, especially in Group D, indicating more stable intercellular connectivity and lower likelihood of
epithelial-mesenchymal transition after treatment. A mild increase was also observed in Group C, but a slow decline was observed in Group A.

TABLE 5 | Pearson correlation coefficients between imaging and pathological
parameters.

D D* f
r P r P r P
Tumor volumes (mm?®)  —0.662  0.001 0.531 0.002 0.516  0.003
VMI (%) —0.342 0.056 0.653 0.001 0.606  0.001
MVD —0.257 0.155 0.614  0.001 0.784  0.001
VM —0.741  0.001 0.36 0.043 0.464 0.007
Ki-67 (%) —-0.781 0.001 0.398 0.024 0.289 0.109
E-cadherin (%) 0.344 0.054 0.722  0.001 0.637  0.001

VM, vascular maturity index; MVD, microvessel density; VM, vasculogenic mimicry.

changes can be monitored in vivo by the noninvasive IVIM-
DWI technique.

The tumor growth was most inhibited in Group D with the
tumor inhibition rate of 68.6% on day 15, followed by oxaliplatin
and bevacizumab monotherapy. Besides, no obvious abnormal
reaction or death occurred in the mice in the combination setting.
Both pathological staining and conventional MRI suggested a
large area of necrosis and decreased Ki-67 expression across the
tumors at a molecular level. The higher Ki-67 expression had
been reported to be correlated with a higher risk of metastasis
and recurrence, poorer clinical and pathological response, and
worse survival (24). It has been widely used in clinical practice as
an ideal predictive and prognostic marker for cancer treatment.

The lowering of Ki-67 expression by the treatment would indicate
improved outcome. Moreover, the tumor invasiveness was also
decreased in Group D due to an increased expression of E-
cadherin, an indicator of EMT. These results are all supportive
of significant improvement by bevacizumab combined with
oxaliplatin therapy against single-agent therapy in colon cancer
treatment. In pathology, we found that bevacizumab can improve
the pericyte coverage indicated by a-SMA and promote tumor
vessel maturity. Compared with the baseline, the higher VMIs
during 3-12 days after bevacizumab treatment prompted a
transient time window of vascular normalization. A temporary
increase in blood perfusion and oxygen would relieve drug
resistance resulting from tumor hypoxia. The reduced vessel
permeability and interstitial pressure would further improve drug
delivery and allow oxaliplatin to penetrate more deeply into the
core, so that it fully inhibits tumor growth.

Hypoxia has emerged as a crucial factor in tumor
pathophysiology and closely correlated with tumor invasiveness
and formation of new angiogenic modes. In this study, we
found one important phenomenon that VM significantly
increased after bevacizumab treatment though MVD was
reduced due to the antiangiogenic effect, which may account for
the failure of bevacizumab monotherapy. However, the number
of VM was significantly reduced in the single or combined
oxaliplatin scheme, suggesting an inhibited effect on VM by a
chemotherapeutic drug. This may evidence the synergistic effect
of bevacizumab in the combined setting. Essentially, the VM
passage is reconstructed from the crowded tumor cells due to
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insufficient blood supply, which are sensitive to oxaliplatin. This
may imply the great value of research on therapeutic drugs that
target VM formation in the future.

The tumor volume of each treatment group was much
smaller than that of the control group after treatment,
suggesting a considerable tumor-suppressive effect. However,
evaluation on tumor volume often lags behind functional changes
such as tumor perfusion and diffusion after treatment. In
this study, we used IVIM-DWI to dynamically monitor the
microenvironmental changes and found that both diffusion and
pseudo-diffusion parameters demonstrated significant changes
than tumor volumes as early as day 3 after treatment. D-value
reflects the diffusion dynamics of water molecule, which may be
limited in the crowded tumor cellularity with a high proliferative
activity. Increased Ki-67 expression suggested higher cellularity
and active vascular hyperplasia (25). In this study, D-value
revealed negative and moderate correlations with tumor volume
(r = —0.662) and Ki-67 (r = —0.781), indicating D-value can
be used to predict treatment efficacy. Furthermore, both D* and
f-values shared a similar trend with VMI during day 3 to day
12 after anti-vascular treatment and had high correlations with
VMI (r = 0.653 and 0.606) and MVD (r = 0.784 and 0.614),
indicating that D* and f values can be used to monitor the
process of vascular normalization based on perfusion changes.
Interestingly, D-value rather than D* or f-value showed the
highest correlation with VM. Though VM is a kind of vessel-like
structure, its formation is closely correlated with tumor hypoxia
and crowded cellularity and thus can be reflected by D-value.
On the other hand, D* and f-values had higher correlations
with E-cadherin. Previous study had reported that tumor hypoxia
under lower perfusion induces EMT in several types of cancer
including prostate cancer, oral cancer, and breast cancer (26).
An increased tumor perfusion under vascular normalization will
significantly enhance E-cadherin expression and thus reduce
tumor invasiveness.

There are some limitations in this study. First, hypoxia
is an important characteristic of tumor microenvironment.
However, we have not performed a hypoxia imaging which
was introduced by Shi et al. (27). Second, we have not
found a correlation between VM and E-cadherin during
treatment, though they had been reported closely correlated in
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