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Abstract: Several anticancer drugs used in cancer therapy induce chemotherapy-induced peripheral
neuropathy (CIPN), leading to dose reduction or therapy cessation. Consequently, there is a demand
for an in vitro assessment method to predict CIPN and mechanisms of action (MoA) in drug candidate
compounds. In this study, a method assessing the toxic effects of anticancer drugs on soma and
axons using deep learning image analysis is developed, culturing primary rat dorsal root ganglion
neurons with a microphysiological system (MPS) that separates soma from neural processes and
training two artificial intelligence (AI) models on soma and axonal area images. Exposing the
control compound DMSO, negative compound sucrose, and known CIPN-causing drugs (paclitaxel,
vincristine, oxaliplatin, suramin, bortezomib) for 24 h, results show the somatic area-learning Al
detected significant cytotoxicity for paclitaxel (* p < 0.05) and oxaliplatin (* p < 0.05). In addition,
axonal area-learning Al detected significant axonopathy with paclitaxel (* p < 0.05) and vincristine
(* p <0.05). Combining these models, we detected significant toxicity in all CIPN-causing drugs
(** p < 0.01) and could classify anticancer drugs based on their different MoA on neurons, suggesting
that the combination of MPS-based culture segregating soma and axonal areas and Al image analysis
of each area provides an effective evaluation method to predict CIPN from low concentrations and
infer the MoA.

Keywords: chemotherapy; paclitaxel; oxaliplatin; vincristine; bortezomib; suramin; peripheral nerve
injuries; dorsal root ganglion; microphysiological system; deep learning

1. Introduction

Several anticancer drugs used in cancer treatment induce chemotherapy-induced
peripheral neuropathy (CIPN) as an adverse effect. CIPN manifests on the hands and feet,
often in the “glove and stocking” distribution, with two types of sensory abnormalities.
One is manifested as a prickling or burning sensation and the other as numbness and di-
minished touch sensation. These CIPN symptoms may be acute or chronic, with nearly 90%
of patients developing at least one acute neuropathic symptom during the first treatment
cycle [1]. The incidence of chronic CIPN tends to range widely from 13% to 70% [2—4]
depending on the type and dose of chemotherapy, and it may persist for several years after
treatment is discontinued. Common methods to assess CIPN severity are the National
Cancer Institute—Common Toxicity Criteria (NCI-CTC) and the total neuropathy score
(TNS) [5]. The severity and incidence of anticancer drugs known to cause CIPN (taxanes,
vinca alkaloids, platinum compounds, proteasome inhibitors) varies depending on the
administration period, administration schedule, administration method, and dose [5-8].
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Depending on the severity of the impairment, limitations on the dosage of anticancer drugs
or even discontinuation of treatment may be necessary. While therapeutic efficacy is a
priority in anticancer drug development, the assessment of CIPN has become an important
test parameter. Tests No. 424 and 426 in the Organization for Economic Cooperation
and Development (OECD) guidelines for chemical testing recommend experiments us-
ing rats to obtain the information necessary to identify and confirm the neurotoxicity of
chemicals [9,10]. However, animal experiments are problematic due to their high costs
and lengthy durations. In recent years, the FDA Modernization Act 2.0 has led to an
increased demand for in vitro new approach methodologies (NAMs) as alternatives to
animal testing [11]. One example of in vitro NAMs is the Developmental Neurotoxicity In
Vitro Battery proposed by OECD [12-16]. This battery consists of eight modules organized
according to modeled neurodevelopmental processes (Proliferation, Apoptosis, Migration,
Neuronal Differentiation, Neurite Outgrowth, Neurite Maturation and Synaptogenesis,
Glial Differentiation, Neural Network Formation) and corresponding to 17 assays [13-18].

Over the years, various in vitro models for CIPN have been established, enhancing
their applicability. However, the clinical symptoms of CIPN and the cells and molecular
targets involved vary depending on the type of anticancer drug [19], leading to diverse
evaluation methods. For instance, oxaliplatin, a platinum-based chemotherapy drug used
for solid tumors, forms DNA adducts in cells and inhibits DNA replication [20]. Evaluation
methods for oxaliplatin include measuring cell death using the terminal deoxynucleotidyl
transferase dUTP nick-end labeling assay and evaluating changes in cell morphology and
size distribution [21,22], mainly focusing on cellular effects. On the other hand, taxane-
based chemotherapy drugs like paclitaxel and vinca-alkaloid-based drugs like vincristine
cause excessive microtubule polymerization, inhibiting normal microtubule dynamics [20].
Evaluation methods for these drugs include morphological assessments quantifying neurite
lengths using neuronal markers like Tuj-1 (B1II-tubulin) [23,24]. Paclitaxel has also been
reported to exhibit cytotoxic effects on Schwann cells, which form myelin [25]. Coculturing
rat dorsal root ganglion (DRG) neurons and Schwann cells enables the evaluation of myelin
density through high-content imaging analysis of Myelin Basic Protein (MBP) markers [25].

In other words, CIPN affects soma, axons, and myelin, and the evaluation of candi-
date compounds for CIPN in vitro requires the comprehensive observation of changes in
these components. As a method for comprehensive observation, machine-learning-based
methods have been studied in recent years. Recent advancements have shown that convo-
lutional neural networks (CNNSs), a type of deep learning model, have superior accuracy in
analyzing cell morphology images [26]. However, while these machine learning method-
ologies are adept at image analysis, their precision is contingent upon the caliber of the
training dataset. Thus, during the assessment of effects on the soma, any image information
unrelated to the soma acts as a source of noise. Similarly, when evaluating the impact on
axons, information pertaining to the soma can introduce noise, subsequently diminishing
predictive accuracy.

Therefore, this study aimed to develop a method for predicting the toxic effects of
anticancer drugs and whether they impact soma or axons using deep learning on images.
To predict target sites, a microphysiological system (MPS) was employed to separate soma
and axonal areas within the same sample and acquire distinct images [27]. By training two
artificial intelligence (AI) models on the images of these distinct areas, an attempt was made
to classify the mechanisms of anticancer drugs that affect different areas in neuronal cells.



Toxics 2023, 11, 848

30f16

2. Materials and Methods
2.1. Device Fabrication

The MPS (Ushio Inc., Tokyo, Japan) was constructed as previously described [28].
In brief, vacuum ultraviolet (VUV) photobonding from an excimer light at a 172 nm
wavelength was used to generate functional groups (i.e., hydroxy and carboxyl groups)
for directly combining two COP material layers under heat treatment. Individual cell
culture channels are aligned in scaled platform for high through output (Figure 1A). The
narrow middle slot of the cell culture channel is 1000 um in width, 165 um in length, and
40 pm in height, with an open-top channel (1000 pm in width and 6 mm in length) and
two circular holes (2 mm in diameter) at both ends that open into a medium rectangular
reservoir (15 mm in width, 8 mm in length, and 5 mm in height). The maximum volume
contained in each channel is 1 mL. COP material (Zeonex 690R, Zeon, Tokyo, Japan) was
individually injected into the two molds. The components were irradiated with VUV from
an excimer lamp (172 nm; Ushio Inc., Tokyo, Japan) at 25 °C after removing the structured
COP components from the molds. The component surfaces were assembled using a heat
press at <132 °C. Finally, ethylene oxide gas (Japan Gas Co. Ltd., Kanagawa, Japan) was
used to decontaminate the device.

b C Side view

Cell seeding area

B

1152 X 1152 Pixel
C Neurite elongation area
—— T

2304 X 2304 Pixel

. Negative

Inception V1 :

a Transfer learning Or !
9 Cytotoxicity ;

<

Cell seeding area Neurite elongation area

Split image

192 X 192 Pixel

Split image

————
) Negative
» »Inceptlon V1 »
Transfer learning Or
Axonopathy

576 X 576 Pixel

Figure 1. Shape of the microphysiological system (MPS) and the process for dataset processing and
artificial intelligence (AI) analysis for deep learning: (A) MPS with (a) an overview; (b) Magnified
view of a single channel. Scale bar = 8 mm; (c) Schematic of cultivation. (B) Dataset processing and Al
analysis scheme for the cell seeding area. Scale bar = 200 um. (C) Dataset processing and Al analysis
scheme for the neuronal protrusion extension area. Scale bar = 200 pm.
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2.2. Cell Culture

Before cell seeding, the microfluidic channel was coated with 0.02% Poly-L-lysine
(P4707, Sigma-Aldrich, Burlington, NJ, USA) overnight at 4 °C. After washing with
phosphate-buffered saline (PBS), the device was coated with 2.5 pg/mL laminin 511 (381-07363,
Wako, Osaka, Japan) for 30 min at 37 °C. Primary rodent DRG neurons were harvested
and cultured as described previously [29]. All procedures were performed according to
the Guide for the Care and Use of Laboratory Animals published by the US National
Institutes of Health [30] and were approved by the Tohoku Institute of Technology An-
imal Care and User Committee. Briefly, DRG neurons were collected from embryos of
one-time pregnant (E14) Sprague Dawley rat (total ~10 embryos). Firstly, the rats were
asphyxiated with isoflurane and embryos were recollected. Then, spinal cords with DRGs
were carefully isolated and removed from embryos. After plucking off DRGs from the
spinal cords, the sensory neurons were dissociated by incubation for 30 min with 0.25%
Trypsin at 37 °C. After cell counting, approximately 5.0 x 10* dissociated DRG neurons
in 25 puL Neurobasal neuronal medium (with B-27 supply, Gibco, Billings, USA) were
seeded directly into the cell seeding area of each channel. After 1 h, another 600 pL of
Neurobasal neuronal medium was applied to the whole channel. The next day, the medium
was replaced with 600 uL of Neurobasal neuronal medium containing 1 M ara-C kept for
3 days to suppress the proliferation of glial cells. Afterwards, the medium was changed
back to 600 uL Neurobasal neuronal medium, and half the volume of the medium was
replaced twice per week. After 2 weeks (14 days) in culture, three typical anticancer drugs
were administered to the cultures at two different concentrations each: paclitaxel at 0.1 pM
and 1 pM, vincristine at 0.003 uM and 0.03 pM, and oxaliplatin at 10 uM and 100 pM. As
validation compounds, bortezomib at 0.01 pM, a proteasome inhibitor, and suramin at
10 uM and 100 uM, antiparasitic drugs that have antineoplastic effects and cause myelin
damage, were administered. DMSO (0.1%) and sucrose 10 uM were added as two negative
control drugs to the cultures. Bortezomib at 0.01 uM was added as a testing drug to the
cultures. The drug exposure lasted for 24 h at 37 °C.

2.3. Immunocytochemistry

After drug exposure, the sample cultures were fixed with 4% paraformaldehyde in
PBS (at 4 °C) for 10 min. Fixed cells were then incubated with 0.2% Triton-X-100 in PBS for
5 min, then with preblock buffer (0.05% Triton-X and 5% FBS in PBS) at 4 °C for 1 h, and
finally with preblock buffer containing a specific primary antibody, mouse anti-{3-tubulin III
(1:1000, T8578, Sigma—Aldrich), at 4 °C overnight. The sample cultures were then incubated
with a secondary antibody, antimouse 488 Alexa Fluor (1:1000 in preblock buffer, ab150113,
Abcam, Tokyo, Japan), for 1 h at room temperature. Stained cultures were washed twice
with preblock buffer and rinsed twice with PBS. Local images of cell seeding area and
neurite elongation area were captured by a confocal microscope (Eclipse Ti2-U, Nikon,
Tokyo, Japan). Image] software (NIH) was used to adjust image intensity.

2.4. Deep Learning for Cell Seeding Area Prediction and Neurite Elongation Area Prediction

A local image (2304 x 2304 pixel) of the soma area was divided into 4 segments
(1152 x 1152 pixel) and used as the dataset image for the cytotoxicity prediction Al analysis.
The dataset for cytotoxicity prediction Al consisted of DMSO (n = 32), sucrose at 10 uM
(n = 36), paclitaxel at 0.1 uM (n = 38), paclitaxel at 1 uM (n = 10), vincristine at 0.003 uM
(n = 13), vincristine at 0.03 uM (n = 24), oxaliplatin at 10 pM (n = 20), oxaliplatin at 100 uM
(n = 16), suramin at 10 uM (n = 20), suramin at 100 uM (n = 16), and bortezomib at 0.01 uM
(n =8). The 1152 x 1152-pixel image was segmented into 192 x 192-pixel images. The
segmented 192 x 192-pixel images were used for training and prediction. The percentage
of segmented images that were determined to be positive out of the 1152 x 1152-pixel
images was calculated as the toxicity probability.
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Alocal image (2304 x 2304 pixel) of the axonal area was used as the dataset image for
Al analysis. The dataset for Al predicting axonopathy included DMSO (n = 16), sucrose
at 10 uM (n = 10), paclitaxel at 0.1 uM (n = 10), paclitaxel at 1 uM (n = 10), vincristine at
0.003 uM (n = 13), vincristine at 0.03 uM (n = 15), oxaliplatin at 10 uM (n = 16), oxaliplatin
at 100 uM (n = 15), suramin at 10 uM (n = 10), suramin at 100 uM (n = 13), and bortezomib
at 0.01 uM (n = 6).

The 2304 x 2304-pixel image was segmented into 576 x 576-pixel images. The seg-
mented 576 x 576-pixel image was used for training and prediction. The percentage of
segmented images in the 2304 x 2304-pixel images that were determined to be positive
was calculated as the toxicity probability.

2.5. Statistical Analysis

A one-way analysis of variance (ANOVA) followed by a Dunnett test was used to
calculate significant differences between DMSO and the compounds in the predictive
accuracy of Al For the test of two-dimensional plots to classify the mechanisms of action
(MoA), a one-way multivariate analysis of variance (MANOVA) was used to calculate
significant differences between the compounds and between each concentration.

2.6. Grad-CAM

Gradient-weighted Class Activation Mapping (Grad-CAM) was used to visualize areas
of interest during toxicity determination; Grad-CAM incorporated class-specific gradient
information into the final CNN'’s convolution layer to visualize important image areas [31].

3. Results
3.1. Morphological Changes in DRG Neurons by CIPN-Inducing Compounds

DRG neurons were cultured on MPS devices. On the 14th day, they were exposed to
various anticancer drugs and, subsequently, 24 h post exposure, immunostained images
were captured. Tested drugs included paclitaxel and vincristine, known inducers of axonal
damage, as well as oxaliplatin, which causes soma damage. Sucrose and DMSO were
utilized as negative controls. For validation, bortezomib, a proteasome inhibitor associated
with CIPN, and suramin, an antiparasitic drug with antineoplastic effects but known to
damage myelin, were chosen. A distinctive feature of this MPS is its ability to culture the
soma and axonal areas separately. Notably, the axonal area is openly structured, ensuring
no hindrance to projection elongation (Figure 1A). Following MPS-based culture, distinct
images of the soma and axons were captured post immunostaining. Morphological alter-
ations within both soma and axonal domains in response to the compounds were evaluated
(Figure 2). Figure 2A shows the representative immunofluorescence images of soma post
compound exposure. Following a 24 h exposure, no noticeable morphological alterations
were seen in the soma treated with DMSO, sucrose, or vincristine. However, oxaliplatin and
suramin treatments led to observable soma reduction and contour deformation. Moreover,
both low and high concentrations of paclitaxel induced soma shrinkage, contour irregulari-
ties, and changes in luminance values. Figure 2B shows representative immunofluorescence
images of axons post compound exposure. Both DMSO and sucrose had no effect on axonal
morphology. At low concentrations of paclitaxel, oxaliplatin, and suramin, some axons
exhibited aggregation. At high concentrations, suramin and vincristine induced significant
axonal aggregation and transection.



Toxics 2023, 11, 848

6 of 16

Sucrose 10 pM

Sucrose 10 uM

Paclitaxel 0.1 uM Vincristine 0.003 uM  Oxaliplatin 10 uM Suramin 10pM Bortezomib 0.01puM

Paclitaxel 1 uM Vincristine 0.03 pM  Oxaliplatin 100uM Suramin 100puM

Paclitaxel*0.1 uM Vincristine 0,003 pM. Oxaliplatin 10uM Suramin 10uM Bortezomib 0.01pM

Paclitaxel 1 uM Vincristine 0.03 pM Oxaliplatin 100uM Suramin 100pM

Figure 2. Representative 3-Tubulin immunofluorescence images in the microfluidic device after drug
administration. To verify the response to the compounds, rat dorsal root ganglion (DRG) neurons
were cultured on the MPS device, exposed to the compound on day 14, and immunostaining images
were taken 24 h later. The compounds used included DMSO as a vehicle, sucrose as a negative
compound, paclitaxel and vincristine as anticancer drugs that cause axonal damage, and oxaliplatin,
which induces somatic cell damage. Additionally, bortezomib, a proteasome inhibitor reported to
cause chemotherapy-induced peripheral neuropathy (CIPN), and suramin, an antiparasitic drug
with antitumor effects known to cause myelin damage, were selected as test compounds: (A) Repre-
sentative local immunofluorescence images of soma. From left: DMSO 0.1% and sucrose at 10 pM.
Paclitaxel at 0.1 uM and paclitaxel at 1 uM. Vincristine at 0.003 M and vincristine at 0.03 uM. Oxali-
platin at 10 uM and oxaliplatin at 100 uM. Suramin at 10 pM and suramin at 100 uM. Bortezomib at
0.01 uM. Scale bar = 20 um. (B) Representative local immunofluorescence images of axons. From left:
DMSO 0.1% and sucrose at 10 uM. Paclitaxel at 0.1 uM and paclitaxel at 1 uM. Vincristine at 0.003 uM
and vincristine at 0.03 M. Oxaliplatin at 10 uM and oxaliplatin at 100 pM. Suramin at 10 uM and
suramin at 100 pM. Bortezomib at 0.01 uM. Scale bar = 200 pm.

3.2. Toxicity Prediction Based on Compound-Induced Morphological Changes Using Two Al
Models, Soma and Axonal Areas

In order to have toxicity predicted from the acquired soma and axon images, two
different Als were created to predict the toxicity of each (Figure 1B,C). The cell and axon
image datasets used to create each toxicity prediction Al are shown in Tables 1 and 2. Drugs
used for training data for the toxicity prediction Al in the soma area were DMSO, sucrose,
and oxaliplatin at 10 uM and 100 uM, and the number of samples ranged from n = 8 to
n = 24, depending on the compound. The drugs used in the validation data were DMSO,
sucrose, oxaliplatin at 10 uM and 100 uM, paclitaxel at 0.1 uM and 1 uM, vincristine at
0.003 uM and 0.03 uM, suramin at 10 uM and 100 uM, and bortezomib at 0.01 uM, and the
number of samples ranged from n = 8 to n = 38, depending on the compound.
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Table 1. Details of the learning dataset and test dataset when creating the soma area Al
Training Dataset Testing Dataset
Compounds Concentration (uM) n (Images) Concentration (uM) n (Images)
DMSO 0.10% 24 0.10% 8
Sucrose 10 24 10 12
10 12 10 8
Oxaliplatin
100 8 100 8
- - 0.1 38
Paclitaxel
- - 1 10
- - 0.003 13
Vincristine
- - 0.03 24
- - 10 20
Suramin
- - 100 16
Bortezomib - - 0.01 8
Table 2. Details of the learning dataset and test dataset when creating the axonal area AL
Training Dataset Testing Dataset
Compounds Concentration (uUM) n (Images) Concentration (uM) n (Images)
DMSO 0.10% 10 0.10% 6
Sucrose 10 7 10 3
0.003 8 0.003 5
Vincristine
0.03 9 0.03 6
- - 0.1 10
Paclitaxel
- - 1 10
- - 10 16
Oxaliplatin
- - 100 15
- - 10 10
Suramin
- - 100 13
Bortezomib - - 0.01 6

The drugs used for the training data for the toxicity prediction Al in the axonal
area were DMSO, sucrose, and vincristine at 0.003 uM and 0.03 uM, and the number of
samples ranged from n = 7 to n = 10, depending on the compound. The drugs used in the
validation data were DMSO, sucrose, vincristine at 0.003 uM and 0.03 pM, paclitaxel at
0.1 pM and 1 pM, oxaliplatin at 10 pM and 100 uM, suramin at 10 uM and 100 uM, and
bortezomib at 0.01 uM, and the number of samples ranged from n = 3 to n = 16, depending
on the compound.

The results of the toxicity prediction of the unlearned soma images are shown in
Figure 3A. The percentage of segmented 192 x 192-pixel images in a single 1152 x 1152-
pixel image that tested positive was calculated as the toxicity probability (%).

The predictive model for cytotoxicity revealed that paclitaxel was associated with
24.6 £+ 3.3% (0.1 uM), 47.1 + 10.0% (1 pM), vincristine with 12.1 + 4.5% (0.003 pM),
10.9 £ 2.6% (0.03 uM), oxaliplatin with 32.5 £ 7.2% (10 uM), 39.3 £+ 10.8% (100 uM),
suramin with 9.8 &+ 1.9% (10 uM), 9.9 4+ 3.2% (100 uM), and bortezomib with 5.8 4+ 2.4%
(0.01 uM). The toxicity probabilities for DMSO and sucrose were 0.0 &= 0.0% and 0.7 & 0.7%,
respectively, indicating a low toxicity positivity rate. The mean of the toxicity positivity
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rates of these negative compounds plus twice the standard deviation was set as the toxicity
prediction line (3.3%). As a result, all anticancer drugs and suramin exceeded the positive
line, even at low concentrations. In particular, oxaliplatin, which causes soma damage,
had a significantly higher toxicity positivity rate than DMSO at all concentrations, and
significant toxicity to the soma was detected. Paclitaxel, which causes axonal damage,
also showed a significantly higher rate of positive toxicity compared with DMSO at all
concentrations, and significant toxicity to the soma was detected. Vincristine, which causes
axonal damage, was detected to be toxic to the soma but not significantly so compared
with DMSO. The validated compounds bortezomib and suramin were detected to be toxic
but not significantly so.

70

60 *

Toxic ratio in cell seeding area(%)
i
<
Toxic ratio in neurite elongation area(%)

Figure 3. Predicted toxicity positive rates of various compounds by Al analysis. Two AI models were
developed to detect the toxicity in the acquired cellular and axonal images. The ratio of segmented
images identified as positive within a single image was calculated as the toxicity probability: (A) The
predictive model for cytotoxicity revealed that paclitaxel was associated with 24.6 + 3.3% (0.1 uM),
47.1 +£10.0% (1 uM), vincristine with 12.1 &= 4.5% (0.003 uM), 10.9 £ 2.6% (0.03 uM), oxaliplatin with
32.5 +7.2% (10 uM), 39.3 =+ 10.8% (100 uM), suramin with 9.8 & 1.9% (10 uM), 9.9 =+ 3.2% (100 uM),
and bortezomib with 5.8 &+ 2.4% (0.01 uM). The toxicity probabilities for DMSO and sucrose were
0.0 £ 0.0% and 0.7 &+ 0.7%, respectively, indicating a low toxicity positivity rate. The mean of the
toxicity positivity rates of these negative compounds plus twice the standard deviation was set as
the toxicity prediction line (3.3%). One-way analysis of variance (ANOVA) was used for statistical
analysis, followed by Dunnett’s test. * p < 0.05 vs. DMSO. (B) The predictive model for axonopathy
revealed that paclitaxel was associated with 24.3 £ 8.4% (0.1 uM), 60.0 & 8.4% (1 pM), vincristine
with 56.3 & 8.1% (0.003 uM), 91.7 = 3.8% (0.03 uM), oxaliplatin with 28.5 & 6.8% (10 uM), 24.2 £ 5.6%
(100 uM), suramin with 28.8 4+ 7.2% (10 uM), 39.9 + 8.8% (100 uM), and bortezomib with 42.7 + 3.0%
(0.01 uM). The toxicity probabilities for DMSO and sucrose were predicted to be 2.1 £ 1.3% and
10.4 & 7.5%, respectively, which are low toxicity positivity rates. The mean of the toxicity positivity
rates for these compounds plus twice the standard deviation was set as the predicted toxicity line
(21.1%). One-way ANOVA was used for statistical analysis, followed by Dunnett’s test. * p < 0.05
vs. DMSO.

The results of toxicity prediction for unlearned axonal images are shown in Figure 3B.
The percentage of segmented 576 x 576-pixel images in a single 2304 x 2304-pixel image
that tested positive was calculated as the toxicity probability (%). The predictive model for
axonopathy revealed that paclitaxel was associated with 24.3 & 8.4% (0.1 uM), 60.0 &= 8.4%
(1 uM), vincristine with 56.3 + 8.1% (0.003 uM), 91.7 & 3.8% (0.03 uM), oxaliplatin with
28.5 £ 6.8% (10 M), 24.2 & 5.6% (100 uM), suramin with 28.8 & 7.2% (10 uM), 39.9 £ 8.8%
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(100 uM), and bortezomib with 42.7 £ 3.0% (0.01 uM). The toxicity probabilities for DMSO
and sucrose were predicted to be 2.1 & 1.3% and 10.4 & 7.5%, respectively, which are low
toxicity positivity rates. The mean of the toxicity positivity rates for these compounds plus
twice the standard deviation was set as the predicted toxicity line (21.1%). As a result,
all anticancer drugs and suramin exceeded the positive line, even at low concentrations.
A significantly higher rate of positive toxicity was detected for high concentrations of
paclitaxel, which causes axonal damage, and for vincristine in particular compared with
DMSO, with pronounced toxicity to axons. Oxaliplatin, which causes soma damage, was
detected to be toxic to axons but not significantly so compared with DMSO. The validated
compounds bortezomib and suramin were detected to be toxic but not significantly so.

3.3. Classification of MoA Based on Toxicity Prediction Results from Two Al Models

To classify the MoA of anticancer drugs on neurons, we utilized the toxicity prob-
ability results from two distinct Al models. Specifically, the toxicity probability in the
soma area was taken as the vertical axis and in the axonal area as the horizontal axis. The
outcomes for each compound were plotted to examine their distributions (Figure 4). The
graphical representation indicated that both DMSO and sucrose clustered near the origin.
Meanwhile, oxaliplatin exhibited a predominant shift in the y-axis direction. In contrast,
paclitaxel shifted in the upper-right quadrant, indicating a simultaneous increase in both
axonopathy and cytotoxicity. Vincristine primarily moved in the x-axis direction, indicating
its pronounced effect on axonal areas. The validation compound, suramin, showcased a
dose-dependent shift along the x-axis. Another validation compound, bortezomib, posi-
tioned itself close to suramin at the 100 pM point. To further elucidate the separations
among the compounds, a one-way MANOVA test was employed. The outcomes revealed
significant differences among nearly all compounds. However, only suramin at 100 uM and
bortezomib at 0.01 uM did not manifest significant differentiation (Table 3). This analysis
suggests that the predictions derived from the two Al models hold potential in classifying
anticancer drugs based on their specific mechanism, be it soma damage or axonal damage.
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Q O @ Paclitaxel(0.1 uM, 1 uM)

© @ Vincristine(0.003 uM, 0.03 pM)
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— — — -Negative group
__________ Paclitaxel

Oxaliplatin

= = = -Vincristine

-

0

20 40 60 80 100

Toxic ratio in neurite elongation area(%)

Figure 4. Classification of the mechanisms of action (MoA) of each compound based on the prediction
results of two types of AL To classify the MoA of anticancer drugs on neurons, we utilized the toxicity
probability results from two distinct Al models. The toxicity probability in the soma area was taken as
the vertical axis and in the axonal area as the horizontal axis. The graphical representation indicated
that both DMSO and sucrose clustered near the origin. Meanwhile, oxaliplatin exhibited a predomi-
nant shift in the y-axis direction. In contrast, paclitaxel shifted in the upper-right quadrant, indicating
a simultaneous increase in both axonopathy and cytotoxicity. Vincristine primarily moved in the
x-axis direction, indicating its pronounced effect on axonal areas. The validation compound, suramin,
showcased a dose-dependent shift along the x-axis. Another validation compound, bortezomib,
positioned itself close to suramin at the 100 uM point.
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Table 3. One-way multivariate analysis of variance results between each compound.

. VS. VS. VS. VS. VS. VS. VS.
Compounds (C(;\I/}:entratlon DMSO Sucrose Paclitaxel Vincristine Oxaliplatin Suramin Bortezomib
H 0.10% 10 0.1 1 0.003 0.03 10 100 10 100 0.01
DMSG 0.10% o *p=266 *p=148 p=489 *p=718 Fp=161 *p=377 *p =827 *p=153 *p=154 **p=681
ere x 1076 x 10721 x 10740 x 10743 x 10136 x 10~2° x 10~23 x 10724 x 10719 x 10758
Sucrose 10 “p=266 #p=451 **p=391 Fp=371 *p=156 p=459 =224 *p=136 *p=786 *p=891
x 10706 x 10709 x 10721 x 10~ x 10~%7 x 10715 x 10710 x 10709 x 1008 x 10~24
01 #p=148 *p=451 Hp=401 *p=154 Hp=224 *p=418 *p =988 ®p=302 *p=633 *Fp=581
: x 10721 x 10799 x 1042 x 10723 x 107124 x 10704 x 10799 x 1021 x 10726 x 10714
Paclitaxel
1 “p=489 *p=391 *p=401 *p=389 *p=351 *p=812 **p =256 #*p=951 *p=730 *p=243
x 10740 x 10~21 x 10~42 x 10714 x 10748 x 10718 x 10~23 x 10755 x 10741 x 10718
0.003 “p=718 *p=371 *p=154 Hp=389 *p=418 **p=6.00 **p = 6.80 *p=178 *p=155 **p=208
: x 10~43 x 10~21 x 10~23 x 10714 x 10750 x 10~20 x 10726 x 10717 x 10704 x 10707
Vincristine
0.03 “p=161 *p=156 *p=224 Hp=351 Hp=418 *p =496 *p =218 H*p=196 *p=119 *p=501
: x 107136 x 1087 x 107124 x 10748 x 10730 x 10781 x 10103 x 107106 x 1056 x 108
10 “p=377  *p=459 Mp=418 Hp=812 Hp=600 *p=496 epoood0 TP=150  *p=617  *p=241
Oxalinlat x 1072 x 10712 x 10704 x 10718 x 10720 x 1078 p=5 x 10738 x 10732 x 10719
Xaliplatin
P 100 *p=827 *p=224 p=988 **p=256 *p=680 *p=218 o H*p=709 *p=622 Fp=164
x 10~23 x 10710 x 10709 x 10~23 x 10—26 x 107103 p=5 x 10733 x 10732 x 10717
10 *p=153 *p=136 *p=302 *p=951 Fp=178 *p=196 *Fp=150 *p =709 - *p=197 **p=120
Surami x 10724 x 1070 x 10721 x 10755 x 10717 x 107106 » 10738 x 10733 x 10704 x 107
uramin
100 *p=154 *p=786 **p=633 *p=730 *Fp=155 Fp=119 Fp=6.17 *p =622 “*p=197 0067
x 1071 x 10708 x 10726 x 10741 x 10704 x 10756 x 10732 x 10732 x 10704 p=5
*% *% *3% *% *% *% *3% *3% *%
, p =681 p=891 p=>5381 p=243 p=2.08 p=5.01 p=241 p=164 p=1.20 B .
Bortezomib — 0.01 x 10758 x 1024 x 10~ 14 x 10718 x 10797 x 10~ x 1071 x 10~V x 10706 p = 0.067

* p < 0.05,*: p < 0.0l
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Sucrose 10 uM

Sucrose 10 uM

Paclitaxel 1 pM Vincristine 0.03 pM  Oxaliplatin

4. Discussion

In this study, we employed Al to determine toxicity from images of the soma and
axonal areas. To ascertain if the Al could identify morphological abnormalities in these areas
during toxicity determination, we visualized the areas of focus using Grad-CAM (Figure 5).
Figure 5A displays the areas of the soma that the Al focused on during toxicity determination.
The areas colored in blue indicate the areas the Al focused on when the soma treated with
DMSO and sucrose was determined as negative, and the magenta-colored areas signify
areas where the Al detected potential damage to the soma. Observations reveal that the Al
typically focused on the transition from the center to the periphery of the soma when making
anegative determination. In contrast, when detecting damage, the Al seemed to concentrate
on the periphery of the soma and luminescent spots, suggesting that it considers changes in
the soma’s shape and luminescence. Considering paclitaxel induces cell death [32], leading
to mitochondrial and lysosomal release exhibiting autofluorescence [33], the AI's damage
determination based on luminescent spots appears valid. Furthermore, for compounds
like oxaliplatin, vincristine, suramin, and bortezomib, the Al’s focus on the periphery and
surroundings of the soma suggests it is detecting changes in the morphology and size of
the soma, with such morphological changes being attributed to apoptosis induced by these
compounds [23,29,34], further affirming the Al's damage determination.

Ty Bortezomib 0.01uM
’—

’a“ti\h’TUFMa\ Suramify 10uM Bortezomik«@:01{IM

Figure 5. Areas of interest during Al toxicity determination. The areas that the AI focused on during
toxicity determination were visualized using GradCAM: (A) Cellular areas on which Al focused
during cellular toxicity determination. Areas colored in blue represent the areas focused on by the Al
when cellular structures treated with DMSO and sucrose were determined to be negative. The areas
colored in magenta represent the areas the Al focused on when cellular structures were determined
to be damaged. Scale bar = 20 um. (B) Axonal areas on which Al focused during axonopathy
determination. Areas colored in blue represent the areas focused on by the AI when axons treated
with DMSO and sucrose were determined to be negative. The areas colored in magenta represent the
areas the Al focused on when axons were determined to be damaged. Scale bar = 50 um.
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Next, Figure 5B depicts the axonal areas the Al focused on during axonopathy deter-
mination. The blue areas show areas the Al focused on when axons treated with DMSO
and sucrose were determined as negative, while the magenta-colored areas indicate the
axonal areas where the Al detected potential damage. Observations suggest that the Al
focused broadly on the axons when making negative determinations, but for compounds
like 0.1 uM paclitaxel and 10 uM suramin, it paid attention to axonal aggregation and the
resultant cavities. Similarly, with 1 uM paclitaxel, 0.003 uM vincristine, oxaliplatin, and
100 uM suramin, the Al seemed to highlight areas with pronounced axonal aggregation,
while at 0.03 uM vincristine, it focused on the evident axonal damage, aligning with reports
of vincristine causing axonal degeneration, including fragmentation [35,36]. The axonal
aggregation observed in all compounds, except for 0.03 uM vincristine, is believed to result
from increased matrix metalloproteinase (MMP) expression due to compound exposure,
leading to the degradation of the extracellular matrix (ECM) that binds axons to the de-
vice [37,38], causing damaged axons to migrate and aggregate. To conclusively identify
this aggregation mechanism, future studies should measure MMP expression levels and
evaluate the ECM.

To assess the accuracy of the Al’s toxicity prediction, a comparison was made with
previous reports (Table 4). The cytotoxicity of paclitaxel as determined by Al showed
significant differences from DMSO at concentrations of 0.1 uM and 1 puM, exhibiting
pronounced toxicity (Figure 3A). This aligns with the report that paclitaxel causes cell
death at 0.1 uM and shows peak cytotoxicity at 1 uM [32]. Axonopathy was detected
beyond the positive line at 0.1 uM and showed significant difference from DMSO at 1 uM
(Figure 3B). This is consistent with the report indicating reduced neurite length and toxicity
from 0.01 uM [32]. The cytotoxicity of oxaliplatin determined by Al showed pronounced
toxicity at 10 pM and 100 pM when compared with DMSO (Figure 3A). This is consistent
with the report that cell death occurs at 10 pM and pronounced cytotoxicity is observed
at 33.2 uM [29]. Axonopathy exceeded the positive line at concentrations of 10 pM and
100 uM (Figure 3B), consistent with the observation of reduced neurite length starting
from 3.3 pM [29]. The Al-determined cytotoxicity for vincristine was detected beyond
the positive line at 0.003 uM and 0.03 uM (Figure 3A). This result contradicts the report
that 24 h exposure to vincristine does not induce cell death [23]. However, 72 h after
drug removal, cell death progressed, beginning from 0.001 uM, with significant cell death
observed at 0.1 uM [23]. Thus, the detected cytotoxicity, based on the positive line, may
reflect early stages of minor cellular changes. Additionally, pronounced axonopathy was
detected at 0.003 uM and 0.03 uM compared with DMSO (Figure 3B), which aligns with the
observation of reduced axonal area from 0.001 uM [29]. The Al’s assessment of suramin
cytotoxicity indicated a toxicity beyond the positive line at 10 uM and 100 uM (Figure 3A).
This contradicts the report that suramin exposure of 300 M for 48 h induces cell death
and 100 uM induces cell death after 8 days [34]. The detected cytotoxicity might represent
early stages of minor cellular changes, suggesting the potential to detect toxicity at lower
concentrations and earlier exposure times. Axonopathy was also observed beyond the
positive line at 10 pM and 100 pM (Figure 3B), contrasting with the report of reduced
neurite length after 48 h exposure to suramin concentrations greater than 200 uM [39]. This
suggests that, like cytotoxicity, axonopathy can be detected at lower concentrations and at
an early stage after exposure. The Al assessment of bortezomib’s cytotoxicity indicated a
toxicity beyond the positive line at 0.01 uM (Figure 3A). This result contradicts the report
that no cell death was induced by a 24 h exposure [23]. However, it has been reported
that cell death progresses 72 h after drug removal, and significant cell death occurs at
0.012 uM [23]. Additionally, axonopathy was detected beyond the positive line at 0.01 uM
(Figure 3B). After a 24 h exposure to 1 pM of bortezomib, there was a significant decrease
in neuronal protrusions, and after 72 h, a significant decrease in neuronal protrusions was
observed starting from 0.03 uM, reported in [23]. From this, it is suggested that even for
bortezomib, it is possible to detect both cellular cytotoxicity and axonopathy at earlier
stages post exposure and at lower concentrations.
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Table 4. Comparison with concentrations at which toxicity was detected in previous reports.
Toxicity Detection Toxicity Detection
Concentration (uM) (This Work) Reference
Cell Axon Cell Axon MANOVA
Compound Concentration - -
p Tested (M) Previous Previous
Report Report
0.1 © O ©)
Paclitaxel ———————— over(0.1 Over0.01 [31]
1 ©) © ©
0.003 24h O © O]
no effect 24 h
Vincristine [23]
72h Over 0.001
0.03 O © ©
0.1
—_ 10 ® O ©®
Oxaliplatin ————————— Over10  Over 3.3 [29]
100 © O ©
10 48h O O O]
300 48 h
Suramin [33,38]
100 8 day 20 o 0 ®
Over 100
24h 24h
no effect 1
Bortezomib 0.01 O O © [23]
72h 72h
0.012 0.03

O: Over toxicity prediction line; ©: p < 0.05.

In summary, compounds showing noticeable differences from DMSO seemingly cap-
ture their toxicity accurately. The utility of the positive line to spot previously unobserved
low-concentration toxicity and slow-reacting compounds hints at its potential for early
detection. Detecting toxicity 24 h post exposure is likely attributed to Al’s enhanced imag-
ing diagnostic capacities, promising quicker and more reliable evaluations. However,
subsequent studies expanding the spectrum of nontoxic compounds and delving deeper
into the validity of the toxicity line are essential.

In this study, we attempted to classify the MoA of each compound by combining two
Al models that detected toxicity in each area. By integrating the two Al models, we were
able to classify the mode of action for oxaliplatin, paclitaxel, and vincristine, capturing dose-
dependent variations. Moreover, some compounds that did not show significant differences
when analyzed by individual Als displayed significance when assessed by the combined
Al approach (Table 3). This integration allowed for more accurate detection of toxicity, even
at lower concentrations. Notably, suramin and bortezomib, which did not show significant
differences when evaluated by each Al separately, exhibited significant differences upon
combined analysis. Furthermore, they could be distinguished from oxaliplatin, paclitaxel,
and vincristine. However, one limitation was our inability to differentiate between suramin
and bortezomib. This is believed to be due to our evaluation system not assessing suramin’s
myelin damage mechanism and bortezomib’s proteasome functionality. In the future,
constructing similar image-based Al evaluation systems for myelin damage and proteasome
function beyond soma and axons might enhance drug classification accuracy and broaden
the scope.

Importantly, our assessment method has validity for in vitro to in vivo extrapolation
(IVIVE). Dose limitation is established in the clinical administration of anticancer drugs,
and in this result, toxicity could be detected in vitro at a value close to dose limitation.
As an example, it has been reported that paclitaxel infusion causes CIPN, and the rate of
treatment interruption increases in a dose-dependent manner with blood concentration [40].
This report is consistent with the detection of dose-dependent toxicity in our form of eval-
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uation method, which can be used to estimate the dose limitation at which treatment is
discontinued in the preclinical phase and may be used to determine the dose of administra-
tion that prioritizes drug efficacy while reducing CIPN symptoms. In addition, in recent
years, research has been conducted on how to detect demyelination and degeneration of
axons using magnetic resonance imaging (MRI) instead of biomarkers [41]. Correlating the
results of the present evaluation method with this MRI-based method may further prevent
the risk of developing CIPN in the preclinical stage.

Although our results have a few limitations that warrant consideration, including
the evaluation of myelin, in this study, we evaluated representative anticancer drugs and
antitumor drugs (paclitaxel, oxaliplatin, vincristine, bortezomib, suramin). However, to
allow for a broader evaluation, anticancer and gene therapy drugs with different MoA must
also be considered, and to better ensure the efficacy of IVIVE research in humans, the effect
of changes in blood concentrations due to differences in the metabolisms of these drugs
must also be examined in detail. Moreover, since each drug has a different metabolic time
scale [40,42], an approach to a variety of time scales is essential for each one’s evaluation.
Therefore, a future challenge is to evaluate multiple drugs on different time scales.

The combination of the MPS-based evaluation system developed in this study, which
separates the soma and axonal areas, and an Al image analysis of each area is expected
to provide clues for estimating the MoA of unknown compounds. Furthermore, since
the degree of impairment can also be evaluated, it is expected to be possible to rank the
concentration-dependent toxicity and risk of drug candidate compounds. In other words,
the combination of the MPS-based culture of the soma and axonal areas separately and Al
image analysis of each area is an effective evaluation method to predict CIPN.

5. Conclusions

In this study, utilizing the MPS, we developed two Al models from cellular body area
images and oriented axonal area images. These Als were capable of detecting the peripheral
neurotoxicity of compounds at low concentrations and within 24 h post exposure. By
integrating the results from both Als, it became feasible to predict the MoA of compounds
that induce CIPN. The combined approach of MPS and Al developed in this research
suggests an effective evaluation method for predicting both the potential CIPN and the
MoA of pharmaceutical candidate compounds.

Author Contributions: Conceptualization, K.M. and L.S.; writing—original draft preparation, K.M.
and LS.; writing—review and editing, K.M., LS., X.H. and N.M.; formal analysis, K.M. and N.M.; cell
line culture, X.H.; immunostaining, X.H.; resources, M.Y. All authors have read and agreed to the
published version of the manuscript.

Funding: Grant from Ushio Inc. as a collaborative project.

Institutional Review Board Statement: This study was approved by Tohoku Institute of Technology
Animal Care and User Committee (approval number: 2020-01).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data and scripts that support the findings of this study are available
from the corresponding author upon reasonable request.

Acknowledgments: This study was supported by a grant from Ushio Inc. as a collaborative project.

Conflicts of Interest: The authors declare that there are no conflict of interest.

1.  Pachman, D.R; Qin, R.; Seisler, D.K.; Smith, E.M.; Beutler, A.S,; Ta, L.E.; Lafky, ].M.; Wagner-Johnston, N.D.; Ruddy, K.J.; Dakhil,
S.; et al. Clinical Course of Oxaliplatin-Induced Neuropathy: Results from the Randomized Phase III Trial NOSCB (Alliance).
J. Clin. Oncol. 2015, 33, 3416-3422. [CrossRef]

2. Hershman, D.L.; Lacchetti, C.; Dworkin, R.H.; Lavoie Smith, E.M.; Bleeker, J.; Cavaletti, G.; Chauhan, C.; Gavin, P; Lavino, A.;
Lustberg, M.B.; et al. Prevention and management of chemotherapy-induced peripheral neuropathy in survivors of adult cancers:
American Society of Clinical Oncology clinical practice guideline. J. Clin. Oncol. 2014, 32, 1941-1967. [CrossRef]


https://doi.org/10.1200/jco.2014.58.8533
https://doi.org/10.1200/jco.2013.54.0914

Toxics 2023, 11, 848 150f 16

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Kelley, M.R.; Fehrenbacher, ].C. Challenges and opportunities identifying therapeutic targets for chemotherapy-induced periph-
eral neuropathy resulting from oxidative DNA damage. Neural Regen. Res. 2017, 12, 72-74. [CrossRef]

Song, S.J.; Min, J.; Suh, S.Y.; Jung, S.H.; Hahn, H.J.; Im, S.A.; Lee, ].Y. Incidence of taxane-induced peripheral neuropathy receiving
treatment and prescription patterns in patients with breast cancer. Support. Care Cancer 2017, 25, 2241-2248. [CrossRef]
Ibrahim, E.Y.; Ehrlich, B.E. Prevention of chemotherapy-induced peripheral neuropathy: A review of recent findings. Crit. Rev.
Oncol. Hematol. 2020, 145, 102831. [CrossRef]

Argyriou, A.A.; Koltzenburg, M.; Polychronopoulos, P.; Papapetropoulos, S.; Kalofonos, H.P. Peripheral nerve damage associated
with administration of taxanes in patients with cancer. Crit. Rev. Oncol. Hematol. 2008, 66, 218-228. [CrossRef]

Manasanch, E.E.; Orlowski, R.Z. Proteasome inhibitors in cancer therapy. Nat. Rev. Clin. Oncol. 2017, 14, 417-433. [CrossRef]
Willson, M.L.; Burke, L.; Ferguson, T.; Ghersi, D.; Nowak, A K.; Wilcken, N. Taxanes for adjuvant treatment of early breast cancer.
Cochrane Database Syst. Rev. 2019, 9, Cd004421. [CrossRef]

Section 4: Health Effects. Test No. 424: Neurotoxicity Study in Rodents. Available online: https://www.oecd-ilibrary.org/
environment/ test-no-424-neurotoxicity-study-in-rodents_9789264071025-en (accessed on 12 September 2023).

Section 4: Health Effects. Test No. 426: Developmental Neurotoxicity Study. Available online: https:/ /www.oecd-ilibrary.org/
environment/test-no-426-developmental-neurotoxicity-study_9789264067394-en (accessed on 12 September 2023).
5.5002—FDA Modernization Act 2.0. Available online: www.congress.gov /bill/117th-congress/senate-bill /5002 (accessed on
12 September 2023).

Draft Guidance on the Evaluation of Data from the Developmental Neurotoxicity (DNT) In-Vitro Testing Battery. Available
online: https://www.oecd.org/chemicalsafety/testing /draft-guidance-review-documents-monographs.htm (accessed on 12
September 2023).

Aschner, M.; Ceccatelli, S.; Daneshian, M.; Fritsche, E.; Hasiwa, N.; Hartung, T.; Hogberg, H.T.; Leist, M.; Li, A.; Mundi, WR;
et al. Reference compounds for alternative test methods to indicate developmental neurotoxicity (DNT) potential of chemicals:
Example lists and criteria for their selection and use. ALTEX Altern. Anim. Exp. 2017, 34, 49-74. [CrossRef]

Bal-Price, A.; Hogberg, H.T.; Crofton, K.M.; Daneshian, M.; FitzGerald, R.E.; Fritsche, E.; Heinonen, T.; Hougaard Bennekou, S.;
Klima, S.; Piersma, A.H.; et al. Recommendation on test readiness criteria for new approach methods in toxicology: Exemplified
for developmental neurotoxicity. ALTEX Altern. Anim. Exp. 2018, 35, 306-352. [CrossRef]

Fritsche, E.; Crofton, K.M.; Hernandez, A.F.; Hougaard Bennekou, S.; Leist, M.; Bal-Price, A.; Reaves, E.; Wilks, M.E; Terron,
A.; Gourmelon, A. OECD/EFSA workshop on developmental neurotoxicity (DNT): The use of non-animal test methods for
regulatory purposes. ALTEX Altern. Anim. Exp. 2017, 34, 311-315. [CrossRef] [PubMed]

Masjosthusmann, S.; Blum, J.; Bartmann, K.; Dolde, X.; Holzer, A.-K.; Stiirzl, L.-C.; Kefel, E.H.; Forster, N.; Donmez, A.; Klose,
J.; et al. Establishment of an a priori protocol for the implementation and interpretation of an in-vitro testing battery for the
assessment of developmental neurotoxicity. EFSA Support. Publ. 2020, 17, 1938E. [CrossRef]

Bartmann, K.; Bendt, F; Dénmez, A.; Haag, D.; KeBel, E.; Masjosthusmann, S.; Noel, C.; Wu, J.; Zhou, P; Fritsche, E. A human
iPSC-based in vitro neural network formation assay to investigate neurodevelopmental toxicity of pesticides. bioRxiv 2023.
[CrossRef]

Ishibashi, Y.; Nagafuku, N.; Kanda, Y.; Suzuki, I. Evaluation of neurotoxicity for pesticide-related compounds in human iPS
cell-derived neurons using microelectrode array. Toxicol. In Vitro 2023, 93, 105668. [CrossRef]

Lehmann, H.C; Staff, N.P.; Hoke, A. Modeling chemotherapy induced peripheral neuropathy (CIPN) in vitro: Prospects and
limitations. Exp. Neurol. 2020, 326, 113140. [CrossRef]

Eldridge, S.; Guo, L.; Hamre, ]. A Comparative Review of Chemotherapy-Induced Peripheral Neuropathy in In Vivo and In Vitro
Models. Toxicol. Pathol. 2020, 48, 190-201. [CrossRef]

Jamieson, S.M.F;; Liu, J.; Connor, B.; McKeage, M.]. Oxaliplatin causes selective atrophy of a subpopulation of dorsal root ganglion
neurons without inducing cell loss. Cancer Chemother. Pharmacol. 2005, 56, 391-399. [CrossRef]

Leelawat, K.; Narong, S.; Udomchaiprasertkul, W.; Leelawat, S.; Tungpradubkul, S. Inhibition of PI3K increases oxaliplatin
sensitivity in cholangiocarcinoma cells. Cancer Cell Int. 2009, 9, 3. [CrossRef]

Guo, L.; Hamre, J., III; Eldridge, S.; Behrsing, H.P,; Cutuli, EM.; Mussio, ].; Davis, M. Editor’s Highlight: Multiparametric Image
Analysis of Rat Dorsal Root Ganglion Cultures to Evaluate Peripheral Neuropathy-Inducing Chemotherapeutics. Toxicol. Sci.
2017, 156, 275-288. [CrossRef]

Livni, L.; Lees, ].G.; Barkl-Luke, M.E.; Goldstein, D.; Moalem-Taylor, G. Dorsal root ganglion explants derived from chemotherapy-
treated mice have reduced neurite outgrowth in culture. Neurosci. Lett. 2019, 694, 14-19. [CrossRef]

Imai, S.; Koyanagi, M.; Azimi, Z.; Nakazato, Y.; Matsumoto, M.; Ogihara, T.; Yonezawa, A.; Omura, T.; Nakagawa, S.; Wakatsuki,
S.; et al. Taxanes and platinum derivatives impair Schwann cells via distinct mechanisms. Sci. Rep. 2017, 7, 5947. [CrossRef]
[PubMed]

Kusumoto, D.; Seki, T.; Sawada, H.; Kunitomi, A.; Katsuki, T.; Kimura, M.; Ito, S.; Komuro, J.; Hashimoto, H.; Fukuda, K; et al.
Anti-senescent drug screening by deep learning-based morphology senescence scoring. Nat. Commun. 2021, 12, 257. [CrossRef]
[PubMed]

Han, X.; Matsuda, N.; Matsuda, K.; Yamanaka, M.; Suzuki, I. An in vitro microfluidic culture device for peripheral neurotoxicity
prediction at low concentrations based on deep learning. Fundam. Toxicol. Sci. 2022, 9, 203-209. [CrossRef]


https://doi.org/10.4103/1673-5374.198986
https://doi.org/10.1007/s00520-017-3631-x
https://doi.org/10.1016/j.critrevonc.2019.102831
https://doi.org/10.1016/j.critrevonc.2008.01.008
https://doi.org/10.1038/nrclinonc.2016.206
https://doi.org/10.1002/14651858.CD004421.pub3
https://www.oecd-ilibrary.org/environment/test-no-424-neurotoxicity-study-in-rodents_9789264071025-en
https://www.oecd-ilibrary.org/environment/test-no-424-neurotoxicity-study-in-rodents_9789264071025-en
https://www.oecd-ilibrary.org/environment/test-no-426-developmental-neurotoxicity-study_9789264067394-en
https://www.oecd-ilibrary.org/environment/test-no-426-developmental-neurotoxicity-study_9789264067394-en
www.congress.gov/bill/117th-congress/senate-bill/5002
https://www.oecd.org/chemicalsafety/testing/draft-guidance-review-documents-monographs.htm
https://doi.org/10.14573/altex.1604201
https://doi.org/10.14573/altex.1712081
https://doi.org/10.14573/altex.1701171
https://www.ncbi.nlm.nih.gov/pubmed/28407175
https://doi.org/10.2903/sp.efsa.2020.EN-1938
https://doi.org/10.1101/2023.01.12.523741
https://doi.org/10.1016/j.tiv.2023.105668
https://doi.org/10.1016/j.expneurol.2019.113140
https://doi.org/10.1177/0192623319861937
https://doi.org/10.1007/s00280-004-0953-4
https://doi.org/10.1186/1475-2867-9-3
https://doi.org/10.1093/toxsci/kfw254
https://doi.org/10.1016/j.neulet.2018.11.016
https://doi.org/10.1038/s41598-017-05784-1
https://www.ncbi.nlm.nih.gov/pubmed/28729624
https://doi.org/10.1038/s41467-020-20213-0
https://www.ncbi.nlm.nih.gov/pubmed/33431893
https://doi.org/10.2131/fts.9.203

Toxics 2023, 11, 848 16 of 16

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.
42.

Yamanaka, M.; Wen, X.; Imamura, S.; Sakai, R.; Terada, S.; Kamei, K.I. Cyclo olefin polymer-based solvent-free mass-productive
microphysiological systems. Biomed. Mater. 2021, 16, 35009. [CrossRef]

Ta, L.E.; Espeset, L.; Podratz, J.; Windebank, A.]J. Neurotoxicity of oxaliplatin and cisplatin for dorsal root ganglion neurons
correlates with platinum-DNA binding. NeuroToxicology 2006, 27, 992-1002. [CrossRef]

National Research Council. Guide for the Care and Use of Laboratory Animals: Eighth Edition; The National Academies Press:
Washington, DC, USA, 2011. [CrossRef]

Selvaraju, R.R.; Cogswell, M.; Das, A.; Vedantam, R.; Parikh, D.; Batra, D. Grad-cam: Visual explanations from deep net-
works via gradient-based localization. In Proceedings of the IEEE International Conference on Computer Vision, Venice, Italy,
22-29 October 2017; pp. 618-626.

Scuteri, A.; Nicolini, G.; Miloso, M.; Bossi, M.; Cavaletti, G.; Windebank, A.J.; Tredici, G. Paclitaxel toxicity in post-mitotic dorsal
root ganglion (DRG) cells. Anticancer Res. 2006, 26, 1065-1070.

Monici, M. Cell and tissue autofluorescence research and diagnostic applications. In Biotechnology Annual Review; Elsevier:
Amsterdam, The Netherlands, 2005; Volume 11, pp. 227-256.

Gill, ].S.; Windebank, A.J. Suramin induced ceramide accumulation leads to apoptotic cell death in dorsal root ganglion neurons.
Cell Death Differ. 1998, 5, 876-883. [CrossRef]

Geisler, S.; Doan, R.A.; Cheng, G.C.; Cetinkaya-Fisgin, A.; Huang, S.X.; Hoke, A.; Milbrandyt, ].; DiAntonio, A. Vincristine and
bortezomib use distinct upstream mechanisms to activate a common SARM1-dependent axon degeneration program. JCI Insight
2019, 4, 17:1-17:17. [CrossRef]

Wang, M.-S.; Wu, Y.; Culver, D.G.; Glass, ].D. Pathogenesis of Axonal Degeneration: Parallels between Wallerian Degeneration
and Vincristine Neuropathy. J. Neuropathol. Exp. Neurol. 2000, 59, 599-606. [CrossRef]

Gu, H.; Wang, C; Li, J.; Yang, Y,; Sun, W,; Jiang, C.; Li, Y;; Ni, M.; Liu, W.-T.; Cheng, Z.; et al. High mobility group box-1-toll-like
receptor 4-phosphatidylinositol 3-kinase/protein kinase B-mediated generation of matrix metalloproteinase-9 in the dorsal root
ganglion promotes chemotherapy-induced peripheral neuropathy. Int. J. Cancer 2020, 146, 2810-2821. [CrossRef]

Nishida, K.; Kuchiiwa, S.; Oiso, S.; Futagawa, T.; Masuda, S.; Takeda, Y.; Yamada, K. Up-regulation of matrix metalloproteinase-3
in the dorsal root ganglion of rats with paclitaxel-induced neuropathy. Cancer Sci. 2008, 99, 1618-1625. [CrossRef] [PubMed]
Russell, ].W.; Windebank, A.].; Podratz, ].L. Role of nerve growth factor in suramin neurotoxicity studied in vitro. Ann. Neurol.
1994, 36, 221-228. [CrossRef] [PubMed]

Hertz, D.L.; Kidwell, K.M.; Vangipuram, K.; Li, E; Pai, M.P,; Burness, M.; Griggs, ].J.; Schott, A.E; Van Poznak, C.; Hayes, D.E,;
et al. Paclitaxel Plasma Concentration after the First Infusion Predicts Treatment-Limiting Peripheral Neuropathy. Clin. Cancer
Res. 2018, 24, 3602-3610. [CrossRef] [PubMed]

Chen, Y.; Haacke, E.M.; Li, J. Peripheral nerve magnetic resonance imaging. F1000Research 2019, 8, 1803. [CrossRef]

Satat, K. Chemotherapy-induced peripheral neuropathy—Part 2: Focus on the prevention of oxaliplatin-induced neurotoxicity.
Pharmacol. Rep. 2020, 72, 508-527. [CrossRef]

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


https://doi.org/10.1088/1748-605X/abe660
https://doi.org/10.1016/j.neuro.2006.04.010
https://doi.org/10.17226/12910
https://doi.org/10.1038/sj.cdd.4400410
https://doi.org/10.1172/jci.insight.129920
https://doi.org/10.1093/jnen/59.7.599
https://doi.org/10.1002/ijc.32652
https://doi.org/10.1111/j.1349-7006.2008.00877.x
https://www.ncbi.nlm.nih.gov/pubmed/18754875
https://doi.org/10.1002/ana.410360215
https://www.ncbi.nlm.nih.gov/pubmed/8053658
https://doi.org/10.1158/1078-0432.CCR-18-0656
https://www.ncbi.nlm.nih.gov/pubmed/29703818
https://doi.org/10.12688/f1000research.19695.1
https://doi.org/10.1007/s43440-020-00106-1

	Introduction 
	Materials and Methods 
	Device Fabrication 
	Cell Culture 
	Immunocytochemistry 
	Deep Learning for Cell Seeding Area Prediction and Neurite Elongation Area Prediction 
	Statistical Analysis 
	Grad-CAM 

	Results 
	Morphological Changes in DRG Neurons by CIPN-Inducing Compounds 
	Toxicity Prediction Based on Compound-Induced Morphological Changes Using Two AI Models, Soma and Axonal Areas 
	Classification of MoA Based on Toxicity Prediction Results from Two AI Models 

	Discussion 
	Conclusions 
	References

