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ABSTRACT

Tumorigenesis is an important problem that needs to be addressed in the field of human stem/
progenitor cell transplantation for the treatment of subacute spinal cord injury (SCI). When certain
“tumorigenic” cell lines are transplanted into the spinal cord of SCI mice model, there is initial
improvement of motor function, followed by abrupt deterioration secondary to the effect of tumor
growth. A significant proportion of the transplanted cells remains undifferentiated after transplan-
tation and is thought to increase the risk of tumorigenesis. In this study, using lentiviral vectors, we
introduced the herpes simplex virus type 1 thymidine kinase (HSVtk) gene into a human induced
pluripotent stem cell-derived neural stem/progenitor cell (hiPSC-NS/PC) line that is known to
undergo tumorigenic transformation. Such approach enables selective ablation of the immature
proliferating cells and thereby prevents subsequent tumor formation. In vitro, the HSVtk system
successfully ablated the immature proliferative neural cells while preserving mature postmitotic
neuronal cells. Similar results were observed in vivo following transplantation into the injured spi-
nal cords of immune-deficient (nonobese diabetic–severe combined immune-deficient) mice. Abla-
tion of the proliferating cells exerted a protective effect on the motor function which was regained
after transplantation, simultaneously defending the spinal cord from the harmful tumor growth.
These results suggest a potentially promising role of suicide genes in opposing tumorigenesis during
stem cell therapy. This system allows both preventing and treating tumorigenesis following hiPSC-
NS/PC transplantation without sacrificing the improved motor function. STEM CELLS TRANSLA-
TIONAL MEDICINE 2019;8:260–270

SIGNIFICANCE STATEMENT

Given the nature of stem cell therapy, it is impossible to be certain that a tumorigenic transfor-
mation will not occur following transplantation. However, clinicians/scientists are duty-bound to
tackle the issue from multiple angles, working toward clinical implementation of this novel tech-
nology. Previous studies, aiming to tackle tumorigenesis after the transplantation has been
performed, involved the eradication of all of the transplanted cells and the loss of the improved
motor function as a result. This new approach, however, allows us to both prevent and treat
tumorigenesis that occur post-transplantation without sacrificing the improved motor function
which is definitely an improvement worth noting.

INTRODUCTION

Given the extraordinary speed at which stem
cell research has evolved over the last decade,
its application in regenerative medicine based

on cell transplantation for the treatment of spi-
nal cord injury (SCI) has been receiving increas-
ing interest. Positive reports of functional
recovery resulting from the transplantation of
human induced pluripotent stem cell-derived
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neural stem/progenitor cells (hiPSC-NS/PCs) and other forms
of neural stem cells (NSCs) into the spinal cords of subacute
SCI model nonobese diabetic–severe combined immune-
deficient (NOD/SCID) mice and nonhuman primates have indi-
cated new possibilities for the use of this methodology in a
clinical setting [1–9]. The first in-human clinical trial of hiPSC-
NS/PC transplantation for the treatment of subacute SCI in
Japan is expected to begin within the next 3 years, and public
interest is increasing [10, 11].

However, the issue of safety is one of the greatest concerns
for both clinicians and patients in the clinical application of any
novel treatment, and the matter of tumorigenesis is an issue
that is commonly referenced in association with stem cell ther-
apy [12–14]. The gold standard for the treatment of any spinal
cord tumor is the multimodal approach involving chemother-
apy, radiotherapy, and surgical resection, which also applies in
the case of tumorigenesis following stem cell transplantation.
However, concerns related to this approach include the adverse
iatrogenic effects associated with this treatment and the possi-
bility of the patient being left with an increased degree of dis-
ability due to the resulting damage. Several strategies are being
explored in an effort to minimize the risk of tumorigenesis
before cells are transplanted. These strategies include the
selection of target cells using surface antigen markers [15], the
use of glucose-depleted culture media [16], and pretreatment
with gamma secretase inhibitors [17]. However, although
tumorigenesis following iPSC-NS/PC transplantation is not fre-
quently reported [8, 9], it is difficult to completely eliminate
uncertainty given the pluripotent nature of iPSCs. When certain
lines of hiPSC-NS/PCs (e.g., 253G1, produced through retroviral
transduction) are transplanted into the injured spinal cord of
murine SCI models, significant improvements in motor function
are observed over an initial period of 6 weeks post-transplanta-
tion, which is then followed by an abrupt deterioration second-
ary to the effect of tumor growth [17–20]. One interesting
observation recorded for this cell line is a high proportion of
immature Nestin-positive cells that remain in the spinal cord
long after the initial improvements in motor function are
achieved. Given that the motor function appears to reach a pla-
teau around 6 weeks following transplantation, one could
argue that any residual NS/PCs that maintain “stemness” not
only contribute little to functional recovery but also increase
the risk of tumorigenesis in the future.

One major difference between the targeting of ordinary pri-
mary tumors and stem cell-derived tumors resides in the fact
that it is possible to tag or mark the cells prior to transplanta-
tion. There have been major breakthroughs in the world of can-
cer research with the introduction of suicide gene therapy
(gene-directed enzyme prodrug therapy), promising a safer and
more targeted approach to cancer treatment. In this approach, a
therapeutic transgene that is introduced into a tumor through a
viral vector converts the nontoxic prodrug into cytotoxic prod-
ucts, thereby inducing cell death. Clinical application of suicide
genes has been investigated in several cancers, including cancers
of the brain, spinal cord, colon, liver, lung, prostate, ovary, and
breast, with many encouraging findings [21–32]. Current limita-
tions arise from the difficulties in infecting all target cells with
the transgene [31]. There are many advantages in targeting only
the transplanted cells, and suicide genes may play a role in
achieving this aim. Several options are available when selecting
the appropriate suicide gene for ablating tumorigenic cells

derived from transplanted cells [18, 19, 31]. We recently
reported the use of the inducible caspase-9 (iCaspase9)/CID sys-
tem to address post-transplantation tumorigenesis and demon-
strated the possibility to eradicate transplanted cells using
suicide genes [18]. Although this system has the potential to dra-
matically improve the safety of stem cell transplantation, there is
one unfortunate downside, in that the improvement of motor
function associated with the transplantation also tends to deteri-
orate after triggering the suicide gene because all of the trans-
planted cells, including mature functional cells, undergo
apoptosis.

The herpes simplex virus type 1 thymidine kinase (HSVtk)
gene is another well-known and widely used suicide gene for
which several clinical trials are underway [33–40]. Unlike cellu-
lar thymidine kinase, HSVtk exhibits broad substrate specificity,
including pyrimidines, purines, and their analogs. Ganciclovir
(GCV), the prodrug of HSVtk, can be converted to cytotoxic
GCV-triphosphate by HSVtk, thereby killing HSVtk-expressing
cells. The HSVtk/GCV system causes a delay in S and G2
phases, resulting in apoptosis due to delayed proliferation
[31]. This system is therefore cell cycle dependent, which
implies that, when applied to our SCI model along with hiPSC-
NS/PC transplantation, immature mitotic neuronal cells as well
as proliferative and clonogenic tumor cells can be ablated
while sparing mature postmitotic neuronal cells; whereas, the
iCaspase9/CID system was designed to target all transplanted
cells, the HSVtk/GCV system can selectively target cells that
are actively multiplying, given its cell cycle-dependent nature.

Although the use of suicide genes to eradicate tumor cells
has been widely investigated in the past, the potential of this
strategy to prevent tumor formation following stem cell trans-
plantation has rarely been exploited. Therefore, the aim of this
study was to use of the HSVtk gene to selectively ablate undif-
ferentiated cells, which increase the risk of tumorigenesis,
while preserving fully differentiated cells, which contribute to
functional recovery.

MATERIALS AND METHODS

Lentiviral Vector Preparation

HSVtk cDNA that had been modified by humanizing codon
usage and eliminating all CpG dinucleotides was purchased from
InvivoGen (San Diego, CA) and then cloned into the tetracycline
(Tet)-inducible lentiviral vector CSIV-RfA-TRE-EF-KT (Fig. 1A)
[41]. Recombinant lentiviral vector production and titer deter-
mination were performed as described previously [42].

Lentiviral Transduction of 253G1-hiPSCs and Cell
Viability Assay

253G1-hiPSCs [43] (provided by Prof. Shinya Yamanaka at
CiRA, Kyoto University) were transduced with the Tet-inducible
HSVtk lentiviral vector at a multiplicity of infection (MOI) of
2–10. Almost 100% transduction efficiency was observed
based on examining humanized Kusabira-Orange 1 fluorescent
protein (hKO1) [44] expression under a fluorescence micro-
scope. Single hKO1-positive iPSCs were sorted using the
FACSAria III system (BD Biosciences, San Jose, CA) and then
expanded. 253G1-hiPSCs expressing Tet-inducible HSVtk
(HSVtk-hiPSCs) were dissociated into single cells, seeded in
96-well plates at a density of 5 × 103 cells/200 μl per well with
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or without 1 μg/ml doxycycline (DOX; Wako Pure Chemical
Industries, Ltd., Osaka, Japan). After 3 days of incubation, the
cell viability assay was performed using the Cell Counting Kit-8
(Dojindo Molecular Technologies, Kumamoto, Japan) as
described previously [41].

Neural Induction of HSVtk-hiPSCs

Neural induction was performed as described previously [19]
with slight modifications. To produce HSVtk-hiPSC-NS/PCs,
embryoid bodies (EBs) were generated from HSVtk-hiPSCs
grown in suspension in bacterial culture dishes without fibro-
blast growth factor 2 (FGF-2) for 4 weeks. The EBs were then
dissociated into single cells using TrypLE Select (Thermo Fisher
Scientific, Yokohama, Japan) and cultured in suspension at
1 × 106 cells per milliliter in media containing a hormone mix-
ture supplemented with B27 and 20 ng/ml FGF-2 (PeproTech,
Rocky Hill, NJ) and 10 ng/ml human leukemia inhibitory factor
(hLIF; Merck KGaA, Darmstadt, Germany) for 12 days. These
primary neurospheres were passaged to fourth-passage neuro-
spheres for the in vitro experiment.

Neural Differentiation Analysis

Dissociated fourth-passage HSVtk-hiPSC-NS/PCs were plated
in poly-L-ornithine/fibronectin-coated 8-well chamber slides
(Thermo Fisher Scientific) at a density of 8.0 × 104 cells per

milliliter and cultured in medium without growth factors at
37�C under 5% CO2 and 95% air for 28 days in total. Four sets
were prepared for analysis. Cells in the chambers of two of the
four sets were treated with 2 μg/ml DOX and 3 μg/ml GCV dur-
ing the final 7 days (GCV[+]). The other two sets were treated
only with 2 μg/ml DOX (GCV[−]). Differentiated cells were fixed
with 4% paraformaldehyde (PFA) in 0.1 M phosphate-buffered
saline (PBS) and stained with the following primary antibodies:
anti-Nestin (mouse immunoglobulin G [IgG], 1:200; Merck
KGaA, MAB5326), anti-Ki67 (rabbit IgG, 1:200; Abcam,
Cambridge, U.K., ab15580), and anti-β-III Tubulin (mouse IgG2b,
1:300; Sigma–Aldrich, St. Louis, MO, T8660). Nuclei were
stained with Hoechst 33258 (10 μg/ml; Sigma–Aldrich). All in -
vitro images were obtained using a confocal laser scanning
microscope (LSM 700; Carl Zeiss, Jena, Germany). One hundred
cells stained with Hoechst 33258 were randomly counted from
each well, and Nestin-, Ki67-, and β-III Tubulin-positive cells
were counted.

Lentiviral Transduction of 253G1-hiPSC-NS/PCs

Primary neurospheres differentiated from 253G1-hiPSCs were
dissociated and transduced with the Tet-inducible HSVtk lenti-
viral vector at an MOI of 2. Then, secondary neurospheres
were dissociated and transduced with the lentiviral vector
expressing ffLuc (a Venus [an improved yellow fluorescent pro-
tein [45]] and firefly luciferase fusion gene) under the control
of the human elongation factor 1α subunit promoter (EF-1α)
at an MOI of 2 [46]. These secondary neurospheres were pas-
saged to fourth-passage neurospheres and used for transplan-
tation. Almost 100% transduction efficiency of HSVtk was
observed based on hKO1 [44] expression under a fluorescence
microscope when observed at the time of transduction with
the lentiviral vector expressing ffLuc.

SCI Model and iPSC-NS/PC Transplantation

Female 8-week-old immunodeficient NOD/SCID mice (19–22 g,
n = 32) were anesthetized with an intraperitoneal injection of
ketamine (100 mg/kg) and xylazine (10 mg/kg). Laminectomy
was performed at the 10th thoracic spinal vertebra to expose
the dorsal surface of the dura mater. Contusive SCI was
induced at the level of Th10 using an IH impactor (60 kdyn;
Precision Systems and Instrumentation, Fairfax Station, VA).
Nine days after the injury, 5 × 105/2 μl HSVtk-hiPSC-NS/PCs
were transplanted into the lesion epicenter in 16 mice using a
glass pipette at a rate of 1 μl/minute with a 25-μl Hamilton
syringe and a stereotaxic microinjector (KS 310; Muromachi
Kikai, Tokyo, Japan). Using the same method, eight mice were
injected with 5 × 105/2 μl 253G1-hiPSC-NS/PCs (fourth
passage neurospheres that were not transduced with the Tet-
inducible HSVtk lentiviral vector; Control group), and eight
mice were injected with PBS (PBS group). All experiments
were performed in accordance with the Guidelines for the
Care and Use of Laboratory Animals of Keio University
(Assurance No. 13020) and the Guide for the Care and Use of
Laboratory Animals (NIH). All surgeries were conducted under
anesthesia, and efforts were made to minimize animal suffer-
ing, with selected humane endpoints.

Motor Function Analysis

Hindlimb motor function was evaluated using the Basso mouse
scale (BMS) locomotor rating scale on a weekly basis. Skilled

Figure 1. Tet-inducible herpes simplex virus type 1 thymidine
kinase (HSVtk) expression in 253G1-human induced pluripotent
stem cell (hiPSC) and cell death in the presence of ganciclovir
(GCV). (A): Schematic illustration of the Tet-inducible lentiviral
vector CSIV-HSVtk-TRE-EF-KT, which contains the hKO1 gene and
the reverse Tet-controlled transcriptional transactivator linked by
the Thosea asigna virus 2A peptide sequence (2A) under the con-
trol of the human EF-1α promoter, to express HSVtk under the
control of the Tet-responsive promoter. (B): 253G1-hiPSCs (clone
#1) expressing Tet-inducible HSVtk were cultured with various
concentrations of GCV in the presence (+) or absence (−) of doxy-
cycline (DOX) for 3 days. Cell viability was measured using the Cell
Counting Kit-8 assay, and the results are expressed as percentages
relative to the cell viability of the Control (−DOX, −GCV). Data
represent the mean � SE of three independent experiments, each
performed in triplicate. *, p < .05 (t test) versus cells cultured with
GCV at the same concentration in the absence of DOX.
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investigators who were blinded to the treatment conducted
the behavioral analysis. The gait performance of the mice in
each group was also analyzed through treadmill gait analysis
(DigiGait system; Mouse Specifics, Framingham, MA) and the
rotarod performance test at 91 days after SCI.

Bioluminescence Imaging

A Xenogen-IVIS spectrum cooled charge-coupled device optical
macroscopic imaging system (PerkinElmer, Waltham, MA) was
used for bioluminescence imaging (BLI) to confirm the survival
of the transplanted hiPSC-NS/PCs. Monitoring was performed
once a week following cell transplantation. In brief, D-luciferin
(VivoGlo Luciferin; Promega, Madison, WI) was administered
via intraperitoneal injection at a dose of 300 mg/kg body
weight. Animals were placed in a light-tight chamber, and pho-
tons emitted from luciferase-expressing cells were collected
with integration times of 5 seconds to 2 minutes, depending
on the intensity of bioluminescence emission. BLI signals were
quantified in maximum radiance units (photons per second
per centimeter squared per steradian) and presented as log10
(photons per second) values.

Induction of Apoptosis

All mice were fed an autoclaved rodent diet with added DOX
(0.0625%) starting 42 days after transplantation for a period of
22 days. Mice in the GCV[+], Control, and PBS groups (n = 8
each) were treated with intraperitoneal injection of GCV
(50 mg/kg) starting 43 days after transplantation for 21 days.
GCV was not administered to the mice in the GCV[−]
group (n = 8).

Administration of BrdU

All mice were given water with 1 mg/ml bromodeoxyuridine
(BrdU) starting 77 days after transplantation for a period of
7 days.

Histological Analysis

Animals were anesthetized and transcardially perfused with
0.1 M PBS containing 4% PFA 85 days after transplantation.
Their spinal cords were subsequently removed, embedded in
Optimal Cutting Temperature compound (Sakura Finetek
Japan, Tokyo, Japan), and sectioned in the sagittal plane using
a cryostat (Leica CM3050 S; Leica Microsystems, Tokyo, Japan).
The sections were stained with hematoxylin and eosin (H&E)
or the following primary antibodies: antihuman nuclear anti-
gen (mouse IgG, 1:200; Merck KGaA, MAB1281), antihuman
Nestin (mouse IgG, 1:200; Merck KGaA, MAB5326), anti-Ki67
(rabbit IgG, 1:200; Abcam, ab15580), anti-β-III Tubulin (mouse
IgG2b, 1:300), anti-hSyn (mouse IgG, 1:200; Merck KGaA,
MAB332), anti-BrdU (sheep IgG, 1:200; Abcam, ab1893), anti-
human Nestin (rabbit IgG, 1:200; Immuno-Biological Laborato-
ries, Takasaki, Japan, 18741), anti-SOX1 (goat IgG, 1:200; R&D
Systems, Minneapolis, MN, AF3369), antipan-ELAVL (Hu;
human IgG, 1:1,000; a gift from Dr. Robert Darnell, The
Rockefeller University, New York, NY), anti-NeuN (rabbit IgG,
1:300; Abcam, ab128886), anti-APC (mouse IgG2b, 1:300;
Abcam, ab16794), anti-STEM121 (mouse IgG1, 1:300; Cellartis–
Takara Bio, Kusatsu, Japan, Y40410), anti-GFAP (rat IgG2a,
1:300; Thermo Fisher Scientific, 13-0300), and anti-GFAP (rab-
bit IgG, 1:300; Dako–Agilent, Santa Clara, CA, Z0334). The pri-
mary antibodies were detected using Alexa Fluor 488-, Alexa

Fluor 555-, or Alexa Fluor 647-conjugated secondary anti-
bodies (Thermo Fisher Scientific) or HRP-conjugated secondary
antibodies (Jackson ImmunoResearch, West Grove, PA) with
3,30-diaminobenzidine substrate (Vector Laboratories, Burlin-
game, CA). The samples were examined under an inverted
fluorescence microscope (BZ 9000; Keyence, Osaka, Japan) or
confocal laser scanning microscope (LSM 700). For quantifica-
tion of BrdU-, Ki67-, Nestin-, SOX1-, pan-ELAVL-, NeuN-, APC-,
and GFAP-positive cells, five regions within the area 2 mm
rostral and caudal to the lesion epicenter were randomly
selected and counted under ×40 magnification.

Statistical Analysis

All data are presented as the means � SEM. The in vitro cell via-
bility assay was repeated six times, and the neural differentiation
analysis was repeated three times. Mann–Whitney U test was
used to detect any significant differences between groups with
respect to the IHC results. One-way analysis of variance (ANOVA)
followed by Tukey–Kramer test for multiple comparisons were
used to detect significant differences in stride length, stance
angle, and rotarod score between the four groups. Two-way
repeated-measures ANOVA followed by Tukey–Kramer test was
used for comparing BMS scores and IVIS photon counts. Fisher’s
exact test was used to compare the rate of tumorigenesis in GCV
(+) and GCV(−) mice. For all statistical analyses, the significance
level was set at p < .05. Microsoft Excel 2016 and IBM SPSS
Statistics (ver. 24) were used for all calculations.

RESULTS

Establishment of 253G1 hiPSCs with Tet-Inducible
HSVtk Expression

We used a lentiviral vector with the Tet-inducible (Tet-on)
HSVtk expression system to transduce 253G1 hiPSCs (Fig. 1A)
because we found that high-level constitutive expression of
HSVtk was cytotoxic in hiPSCs (Fig. 1B). Twelve independent
253G1 hiPSC clones stably expressing Tet-inducible HSVtk
(HSVtk-iPCs) were established. HSVtk expression with DOX and
cell death in the presence of GCV was confirmed in each
clone. As all clones showed comparable sensitivity to GCV,
clone #1 was selected for further study (Fig. 1B).

The HSVtk/GCV System Induces Apoptosis in Immature
iPSC-NS/PC-Derived Cells While Preserving Mature
Differentiated Neurons In Vitro

The established HSVtk-iPSCs underwent neural induction to
form HSVtk-iPSC-NS/PCs, followed by neural differentiation
over a period of 4 weeks. Cells in the GCV(+) group were trea-
ted with GCV after 21 days of induced differentiation, followed
by immunocytochemical analysis. DOX was administered to
both the GCV(+) and GCV(−) groups. The number of Nestin-
positive undifferentiated neural cells and Ki67-positive prolifer-
ating cells decreased significantly following GCV administration
(60.0%–18.5%, p < .01 and 30.0%–3.1%, p < .05, respectively;
Fig. 2A, 2B). The number of β-III Tubulin-positive postmitotic
neuronal cells, however, did not show any significant changes
following GCV administration (61.8%–54.7%, p > .05), confirm-
ing that the HSVtk/GCV system was effective only in cells
undergoing mitosis. This finding is consistent with the hypoth-
esis that selective ablation of undifferentiated cells while
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preserving the postmitotic neurons was possible through this
system (Fig. 2A, 2B).

GCV Administration Prevents Tumor Formation
Following hiPSC-NS/PC Transplantation In Vivo

The lentiviral vector with the Tet-inducible HSVtk expression sys-
tem was used to transduce 253G1-hiPSC-NS/PCs to generate
HSVtk-hiPSC-NS/PCs. HSVtk-hiPSC-NS/PCs were also transduced
with the lentiviral vector with ffLuc (a Venus and firefly luciferase
fusion gene) [46] and then transplanted into the injured spinal
cords of 16 NOD/SCID mice at 9 days postinjury. Eight of these
mice were administered GCV at 6 weeks after transplantation
(GCV[+] group), and the remaining mice were not treated with
GCV (GCV[−] group; Fig. 3). All mice were fed the autoclaved
rodent diet with added DOX. Luminescence began to increase in
both groups 2 weeks after transplantation. In the GCV(−) group,
luminescence continued to increase throughout the 12-week
period. In the GCV(+) group, however, luminescence began to

gradually decrease 2 weeks after GCV administration. There
was a significant difference in the increase in IVIS photon count
between the two groups at 10 weeks after transplantation
(GCV[−] +2,346%: GCV[+] +717%, p < .05; Fig. 4A, 4B). Lumines-
cence did not disappear completely following GCV administra-
tion, suggesting that some of the transplanted cells had
matured and were no longer mitotic and that these cells had
become resistant to GCV. There was no significant difference
between the change in luminescence of the GCV(−) and Con-
trol groups (Supporting Information Fig. 1), suggesting that the
tumorigenic nature of the cells was not altered by HSVtk gene
transduction and that GCV was not the direct cause of cell
death in the GCV(+) group.

All mice were sacrificed 85 days after transplantation, and
their spinal cords were extracted on the same day. H&E stain-
ing and immunohistochemistry revealed a visible mass adja-
cent to the site of transplantation in six of the eight mice in
the GCV(−) group (75%), but there was no obvious mass

Figure 2. Neural differentiation and cell death in the presence of ganciclovir (GCV). Herpes simplex virus type 1 thymidine kinase-human
induced pluripotent stem cell-derived neural stem/progenitor cells were dissociated into single cells, seeded on coverglasses and allowed
to differentiate over 4 weeks in the presence (GCV[+]) or absence (GCV[−]) of DOX and GCV during the final week. The cells were immu-
nostained with anti-Nestin, anti-Ki67, and anti-β-III Tubulin antibodies. The nuclei were stained with Hoechst 33258. The percentages of
Nestin-, Ki67-, and β-III Tubulin-positive cells were plotted in a histogram (A) with representative staining results from each group (B).
*, p < .05; **, p < .01; scale bar = 50 μm.
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formation in the spinal cord of any GCV(+) mouse (p < .01;
Fig. 4C, Supporting Information Fig. 2).

GCV Administration Induces Apoptosis in Immature
hiPSC-NS/PC-Derived Cells While Preserving Mature
Differentiated Neurons Following Transplantation

BrdU was orally administered to all mice 7 days before sacri-
fice to label the proliferating cells that remained in the spinal

cord on the final week of observation. Immunohistological
evaluation revealed a significant decrease in the percentage of
Nestin-, Ki67-, and BrdU-positive cells in the spinal cord of the
GCV(+) mice compared with that in the GCV(−) mice (GCV[−]:
36.9%, 15.4%, and 20.8%, respectively; GCV[+]: 4.3%, 1.0%,
and 1.7%, respectively; p < .05 for all; Fig. 5A, 5B). The per-
centage of SOX1-positive immature neural cells also decreased
significantly in the GCV(+) mice (GCV[−]: 32.0%; GCV[+]: 2.2%;

Figure 3. Schematic representing the time schedule of the in vivo experiment. Spinal cord injury model mice were generated 9 days
before the transplantation of herpes simplex virus type 1 thymidine kinase-human induced pluripotent stem cell-derived neural
stem/progenitor cells (hiPSC-NS/PCs) or 253G1-hiPC-NS/PCs or the injection of phosphate-buffered saline (PBS). Ganciclovir (GCV) was
administered to the mice in the GCV(+), Control, and PBS groups for 3 weeks starting at 42 days after transplantation. All mice were
administered bromodeoxyuridine for 7 days before sacrifice.

Figure 4. Changes in the number of transplanted cells following activation of the suicide gene resulting in cell death. A graph comparing
the number of transplanted cells present in the spinal cord with (GCV[+]) and without (GCV[−]) ganciclovir (GCV) administration, indi-
cated as percentage changes in the photon count (A); with representative images (B). The IVIS photon count at 7 days after transplanta-
tion was set as 100%. *, p < .05. (C): Representative hematoxylin and eosin-stained images of the extracted spinal cords of GCV(+) and
GCV(−) mice show the tumor responsible for the deterioration in motor function in GCV(−) mice. Representative immune-fluorescent
(human nuclear antigen) and bright field micrograph images (3,30-diaminobenzidine, STEM121) of the extracted spinal cords of GCV(+)
and GCV(−) mice showing the distribution of the transplanted cells in the final week of observation. Scale bar = 1 mm.
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p < .05). The percentage of pan-ELAVL (Hu)-positive neuronal
cells increased in the GCV(+) mice (GCV[−]: 42.6%; GCV[+]:
74.1%; p < .05). The percentage of NeuN-positive mature neu-
ronal cells, APC-positive oligodendrocytes, and GFAP-positive
astrocytes cells, representing the more mature cells derived
from hiPSC-NS/PCs, did not decrease significantly in the GCV
(+) mice (GCV[−]: 19.5%, 5.3%, and 1.7%, respectively; GCV[+]:
23.0%, 5.1%, and 6.9%, respectively; p > .05; Fig. 5C, 5D). The
human-specific presynaptic marker (hSyn)-positive cells also
appear to have been preserved following the ablation process
(Supporting Information Fig. 3). These findings support the
in vitro results showing that the HSVtk/GCV system can be
used to ablate immature hiPSC-NS/PC-derived cells while pre-
serving mature postmitotic cells.

GCV Administration Protects the Improved Motor
Function Gained from Transplantation

253G1-hiPSC-NS/PCs without lentiviral transduction were also
transplanted into the injured spinal cord at the thoracic level
in eight NOD/SCID mice (Control group), and PBS was injected
into the injured spinal cords of another eight NOD/SCID mice
(PBS group) at 9 days after SCI. The hindlimb motor function
of the mice in the four groups was compared through weekly
assessment using the BMS. The average BMS scores of the

GCV(−), GCV(+), and Control groups were significantly higher
than that of the PBS group at 21 days after SCI (PBS: 2.4; Con-
trol: 3.4; GCV[−]: 3.4; GCV[+]: 3.2; p < .05). The average BMS
scores of the Control, GCV(−), and GCV(+) mice all reached at
least 4.0 at their peak (Control: 4.0; GCV[−]: 4.2; GCV[+]: 4.4).
The average BMS scores of the Control and GCV(−) groups
started to decline after they had peaked (Control: 56 days
after SCI; GCV[−]: 49 days after SCI), to the point that there
was no significant difference compared with the average BMS
score of the PBS group on the final day of observation (PBS:
2.6; Control: 3.4; GCV[−]: 3.3; p > .05). However, the BMS
score of the GCV(+) group did not show the same trend and
remained above 4.0 throughout the entire observation period.
Significant differences in the average BMS scores between the
GCV(−) and GCV(+) groups were observed at 77 days after SCI
(GCV[−]: 3.4; GCV[+]: 4.3; p < .05; Fig. 6A).

Treadmill gait analysis (DigiGait system) was performed at
91 days after SCI. Only the mice in the GCV(+) group showed
any significant improvement in stride length (PBS: 3.4 cm; Con-
trol: 3.5 cm; GCV[−]: 3.6 cm; GCV[+]: 4.3 cm; p < .01) or
stance angle (PBS: 36.1�; Control: 28.6�; GCV[−]: 25.8�; GCV
[+]: 15.7�; p < .01) compared with the PBS group (Fig. 6B, 6C).
As for the rotarod performance test, performed at 91 days
after SCI, only the mice in the GCV(+) group showed any

Figure 5. Immunohistological staining of extracted spinal cords. Graph (A) and representative staining results (B) comparing the num-
bers of Nestin-, Ki67-, and BrdU-positive cells present in the extracted spinal cords of ganciclovir (GCV[+]) and GCV(−) mice. *, p < .05;
**, p < .05; scale bar = 50 μm. Graph (C) and representative staining results (D) comparing the numbers of SOX1-, pan-ELAVL-, NeuN-,
APC-, and GFAP-positive cells in the extracted spinal cords of GCV(+) and GCV(−) mice. *, p < .05; **, p < .01; scale bar = 50 μm.
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significant improvement in riding time compared with the PBS
group (PBS: 20 seconds; Control: 47.4 seconds; GCV[−]:
47.0 seconds; GCV[+]: 57.5 seconds; p < .05; Fig. 6D).

DISCUSSION

The aim of this study was to explore the possibility of using the
HSVtk gene as a tool for improving the safety of hiPSC-NS/PC
transplantation. The insertion of the Tet-inducible HSVtk gene
did not affect the differentiation capability of hiPSC-NS/PCs [17],
and the observed improvements in motor function were on par
with those observed when using the same line of cells (253G1)
without the inserted gene [17, 20]. Histological evaluation of the
tumors in the GCV(−) group revealed that the tumor was com-
posed of undifferentiated neoplastic cells with embryonal
appearances resembling blastemal tissue (BLT) which was previ-
ously reported as iPSC-NS/PCs with arrested development [47].
Therefore, it is speculated that the tumor arose from BLT.

Tumorigenic Ki67-positive cells, potentially tumorigenic prolifera-
tive BrdU-positive cells, and immature Nestin- and SOX1-positive
cells were ablated, while mature pan-ELAVL-, NeuN-, APC-,
GFAP-, and hSyn-positive cells were preserved. The ablation of
the proliferative cells exerted a protective effect on motor func-
tion that was gained through transplantation, sheltering the
spinal cord from the effect of tumor growth. While both the
iCaspase9/CID and HSVtk/GCV systems have been clinically
validated for human use [48], they induce apoptosis in very dif-
ferent ways [49]. The iCaspase9/CID system, which was designed
to ablate all transplanted cells, risks ablation of the positive attri-
butes of cell transplantation as well, including ablation of mature
neuronal cells, resulting in subsequent deterioration of motor
function [18]. The cell cycle-dependent property of the HSVtk/
GCV system used in our experiment [49, 50] enabled us to selec-
tively target proliferative/tumorigenic cells without harming the
beneficial effects of transplantation.

In the current experiment, we used a relatively well-known
suicide gene in a slightly unorthodox manner, by addressing

Figure 6. Motor function analysis. (A): Graph comparing the Basso mouse scale (BMS) scores of the mice in the phosphate-buffered
saline, Control, GCV(−), and GCV(+) groups following spinal cord injury (SCI) and subsequent treatments. *, Significant difference in the
average BMS score between mice in the GCV(+) group and GCV(−) group. *, p < .05. (B−D): Graphs comparing gait performance deter-
mined through treadmill gait analysis (stride length [B] and stance angle [C]) and with the rotarod system (D) at 91 days after SCI.
*, p < .05; **, p < .01.
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tumorigenesis from a preventative standpoint. Similar to previ-
ous reports [51], the HSVtk/GCV system successfully prevented
the accumulation of proliferative cells while preserving the
mature cells in vitro. Following transplantation, the early abla-
tion of these immature proliferative cells resulted in the preven-
tion of tumorigenesis, allowing the spinal cord to regenerate to
its full potential. Although there was no further evidence of
tumorigenesis in the GCV(+) mice during the final weeks of
observation, if any of the remaining cells were to undergo onco-
genic changes, they would become proliferative and, hence,
sensitive to GCV again. Therefore, the HSVtk/GCV system can
theoretically also be used as a curative measure every time a
tumorigenic episode occurs, provided the suicide gene itself
does not undergo any mutation. Our results suggest that this
system has the potential to be used as both a preventative and
curative measure against tumorigenesis following hiPSC-NS/PC
transplantation. Most importantly, we were successful in pro-
tecting the motor function gained through transplantation. As
previously stated, when 253G1-hiPSC-NS/PCs are transplanted
into the injured spinal cord of NOD/SCID mice in the subacute
phase, there is initial improvement of motor function, followed
by abrupt deterioration secondary to the formation of a tumori-
genic mass [20]. In the current experiments, we observed the
usual improvements in hindlimb motor function following the
NS/PC transplantation in all three groups (GCV[+], GCV[−], and
Control), but subsequent deterioration was observed only in the
GCV(−) and Control groups.

We found that a high expression level of HSVtk was cyto-
toxic in hiPSCs. This may be due to the rapid proliferation
property or peculiar nucleotide metabolism of stem cells. We
demonstrated that the Tet-inducible system, although requir-
ing DOX as well as GCV for the induction of cell death, is a fea-
sible solution for overcoming the cytotoxic effect of HSVtk
expression; and provides added safety by preventing undesired
expression of the gene. Several issues with the HSVtk/GCV sys-
tem still need to be addressed before clinical application. The
success of this system in vivo depends on the ability of the
prodrug to reach the transplanted cells past the blood–spinal
cord barrier (BSCB). GCV is relatively poor at crossing the BSCB
[32, 52–59], which means that a relatively high dose of GCV
over a long period (50 mg/kg per day, intraperitoneal adminis-
tration for 3 weeks) is required to fully ablate proliferating
cells. Although our results demonstrate that the HSVtk/GCV
system can induce apoptosis in intraspinal hiPSC-NS/PCs with-
out causing any obvious detrimental health issues in our mice,
GCV is known to cause renal impairment, hepatic dysfunction,
and pancytopenia [60, 61]. Therefore, even though GCV
can be safely administered to humans with careful application
[48, 62], methods to improve its pharmacokinetics should be
sought. For example, there have been reports that simulta-
neous administration of (E)-5-(2-bromovinyl)-20-deoxyuridine
enhances the effects of GCV, which could help reduce the
required dose and administration period of the prodrug [63].
Alternative methods for introducing the HSVtk gene to hiPSCs
should also be considered, as lentiviral transduction is not
ideal in the clinical setting. Recent advances in the develop-
ment of genome editing technologies based on programmable
nucleases have increased the precision and safety of genome
editing in eukaryotic cells [64]. The clustered regularly inter-
spaced short palindromic repeat-associated nuclease Cas9 is a
promising tool for achieving safe gene editing that is

appropriate for clinical application [65]. The extent to which
the “bystander effect” (BSE) played a role in the ablation of
transplanted cells in vivo is difficult to quantify [24, 53, 60].
We speculate that the transfer of toxic metabolites of GCV via
gap junctional intercellular communication (GJIC) would enhance
the effects of the prodrug in ablating the immature proliferative
cells. The host neurons and fully differentiated neurons that orig-
inated from transplanted cells are nonproliferative and will,
therefore, no longer be susceptible to the BSE. Increased inflam-
matory infiltrations, especially in immune competent animals,
could potentially affect the mature neuronal cells that are adja-
cent to the ablated cells [66]. However, a previous report utiliz-
ing the same HSVtk/GCV system in the treatment of intracranial
gliomas demonstrated that tumoricidal BSE does not injure nor-
mal brain tissues [67]. In our study, mature neural cells and
motor function were both preserved following GCV administra-
tion, suggesting that the adverse effects of the BSE were negligi-
ble. BSE is often a desired property of the HSVtk/GCV system in
strategies designed to ablate tumors where complete transduc-
tion of tumorigenic cells with the transgene is difficult. In this
study, however, we transduced the iPSC-NS/PCs prior to trans-
plantation. Furthermore, studies to reduce GJIC through drugs
such as Dieldrin [68] could help elucidate the effects of BSE in
this strategy.

CONCLUSION

We successfully prevented tumorigenic transformation following
hiPSC-NS/PC transplantation for the treatment of subacute-
phase SCI in NOD/SCID mice through the use of the HSVtk/GCV
suicide gene system. Intraperitoneal administration of the pro-
drug (GCV) induced selective apoptosis of immature proliferat-
ing cells within the spinal cord. Mature postmitotic cells were
unaffected by the prodrug, thus helping maintain the improve-
ment of motor function gained by transplantation. To the best
of our knowledge, this is the first time that this gene has been
introduced to hiPSCs to serve as a safety-lock system in prevent-
ing tumorigenesis following transplantation into the spinal cord
of SCI model mice. We believe that the ability of this system to
prevent and remove tumors while preserving the beneficial
effects of transplantation provides a better alternative for com-
batting tumorigenesis following stem cell transplantation. Along
with the production of “safe” iPSC-NS/PCs and development of
an effective screening system for potentially tumorigenic cells
prior to transplantation, this strategy could help abolish the
remaining risks of tumorigenesis in the treatment of SCI with
iPSC-NS/PCs.

ACKNOWLEDGMENTS

We appreciate Prof. Shinya Yamanaka at CiRA, Kyoto Univer-
sity, for the generous supply of 253G1 hiPSCs. We are grateful
for the assistance of M. Shinozaki, O. Tsuji, Y. Nishiyama,
K. Matsubayashi, T. Okubo, Y. Hoshino, Y. Tanimoto, R. Shibata,
Y. Kamata, and K. Kajikawa, who are all members of the spinal
cord research team in the Department of Orthopedic Surgery/
Physiology, Keio University School of Medicine, Tokyo, Japan.
We also thank A. Iwanami, R. Kashiwagi, T. Harada, and
M. Akizawa, for their assistance with the experiments and
animal care. This work was supported by the Japan Agency for

© 2018 The Authors. STEM CELLS TRANSLATIONAL MEDICINE published by
Wiley Periodicals, Inc. on behalf of AlphaMed Press

STEM CELLS TRANSLATIONAL MEDICINE

268 Suicide System in hiPSC-NS/PC Therapy



Medical Research and Development (AMED; grant
no. 15bm0204001h0003 to H.O. and M.N.) and partly by a
medical research grant related to traffic accidents from the
General Insurance Association of Japan (grant no. 16-1-20).

AUTHOR CONTRIBUTIONS

K.K.: conception and design, administrative support, provision of
study material or patients, collection of data, data analysis and
interpretation, manuscript writing, final approval of manuscript;
H.M.: conception and design, provision of study material or
patients, collection of data, data analysis and interpretation,
manuscript writing; N.N. and J.K.: conception and design, data
analysis and interpretation, manuscript writing; G.I.: conception
and design, provision of study material or patients, data analysis
and interpretation; S.K.: conception and design, provision of
study material or patients; M.O.: conception and design,

provision of study material or patients, manuscript writing;
T.I. and M.M.: conception and design, data analysis and inter-
pretation; K.S.: collection of data, data analysis and interpreta-
tion; S.I.: provision of study material or patients, manuscript
writing; R.F.: data analysis and interpretation, manuscript writ-
ing; K.Y.: provision of study material or patients; F.R.M. and
S.S.: data analysis and interpretation; M.N. and H.O.: conception
and design, financial support, administrative support, provision
of study material or patients, data analysis and interpretation,
manuscript writing, final approval of manuscript.

DISCLOSURE OF POTENTIAL CONFLICTS OF INTEREST

H.O. is a compensated scientific consultant of San Bio, Co.,
Ltd. and K Pharma, Co., Ltd. N.M. is a compensated scientific
consultant of K Pharma, Co., Ltd. The other authors indicated
no potential conflicts of interest.

REFERENCES
1 Emgard M, Piao J, Aineskog H

et al. Neuroprotective effects of human spinal
cord-derived neural precursor cells after
transplantation to the injured spinal cord.
Exp Neurol 2014;253:138–145.
2 Fujimoto Y, Abematsu M, Falk A

et al. Treatment of a mouse model of spinal
cord injury by transplantation of human
induced pluripotent stem cell-derived long-
term self-renewing neuroepithelial-like stem
cells. STEM CELLS 2012;30:1163–1173.
3 Kobayashi Y, Okada Y, Itakura G

et al. Pre-evaluated safe human iPSC-derived
neural stem cells promote functional recovery
after spinal cord injury in common marmoset
without tumorigenicity. PLoS ONE 2012;7:
e52787.
4 Romanyuk N, Amemori T,

Turnovcova K et al. Beneficial effect of
human induced pluripotent stem cell-derived
neural precursors in spinal cord injury repair.
Cell Transplant 2015;24:1781–1797.
5 Salazar DL, Uchida N, Hamers FP

et al. Human neural stem cells differentiate
and promote locomotor recovery in an early
chronic spinal cord injury NOD-scid mouse
model. PLoS ONE 2010;5:e12272.
6 Sontag CJ, Nguyen HX, Kamei N

et al. Immunosuppressants affect human neu-
ral stem cells in vitro but not in an in vivo
model of spinal cord injury. STEM CELLS TRANSLA-
TIONAL MEDICINE 2013;2:731–744.
7 Yamane J, Nakamura M, Iwanami A

et al. Transplantation of galectin-1-expressing
human neural stem cells into the injured spi-
nal cord of adult common marmosets.
J Neurosci Res 2010;88:1394–1405.
8 Nakamura M, Okano H. Cell transplan-

tation therapies for spinal cord injury focus-
ing on induced pluripotent stem cells. Cell
Res 2013;23:70–80.
9 Lu P, Woodruff G, Wang Y et al. Long-

distance axonal growth from human induced
pluripotent stem cells after spinal cord injury.
Neuron 2014;83:789–796.
10 Nagoshi N, Okano H. iPSC-derived

neural precursor cells: Potential for cell

transplantation therapy in spinal cord injury.
Cell Mol Life Sci 2017;75:989–1000.
11 Okano H, Yamanaka S. iPS cell technolo-

gies: Significance and applications to CNS
regeneration and disease. Mol Brain 2014;7:22.
12 Duinsbergen D, Salvatori D, Eriksson M

et al. Tumors originating from induced pluripo-
tent stem cells and methods for their preven-
tion. Ann N Y Acad Sci 2009;1176:197–204.
13 Hentze H, Soong PL, Wang ST

et al. Teratoma formation by human embry-
onic stem cells: Evaluation of essential
parameters for future safety studies. Stem
Cell Res 2009;2:198–210.
14 Seminatore C, Polentes J, Ellman D

et al. The postischemic environment differen-
tially impacts teratoma or tumor formation
after transplantation of human embryonic
stem cell-derived neural progenitors. Stroke
2010;41:153–159.
15 Doi D, Samata B, Katsukawa M

et al. Isolation of human induced pluripotent
stem cell-derived dopaminergic progenitors
by cell sorting for successful transplantation.
Stem Cell Rep 2014;2:337–350.
16 Tohyama S, Hattori F, Sano M

et al. Distinct metabolic flow enables large-
scale purification of mouse and human plu-
ripotent stem cell-derived cardiomyocytes.
Cell Stem Cell 2013;12:127–137.
17 Okubo T, Iwanami A, Kohyama J

et al. Pretreatment with a gamma-secretase
inhibitor prevents tumor-like overgrowth in
human iPSC-derived transplants for spinal
cord injury. Stem Cell Rep 2016;7:649–663.
18 Itakura G, Kawabata S, Ando M

et al. Fail-safe system against potential
tumorigenicity after transplantation of iPSC
derivatives. Stem Cell Rep 2017;8:673–684.
19 Itakura G, Kobayashi Y, Nishimura S

et al. Controlling immune rejection is a fail-
safe system against potential tumorigenicity
after human iPSC-derived neural stem cell
transplantation. PLoS ONE 2015;10:e0116413.
20 Nori S, Okada Y, Nishimura S et al. Long-

term safety issues of iPSC-based cell therapy in
a spinal cord injury model: Oncogenic transfor-
mation with epithelial-mesenchymal transition.
Stem Cell Rep 2015;4:360–373.

21 Ahn YH, Yi H, Shin JY et al. STAT3
silencing enhances the efficacy of the HSV.tk
suicide gene in gastrointestinal cancer ther-
apy. Clin Exp Metastasis 2012;29:359–369.
22 Akerstrom V, Chen C, Lan MS et al.

Adenoviral insulinoma-associated protein
1 promoter-driven suicide gene therapy with
enhanced selectivity for treatment of neuro-
endocrine cancers. Ochsner J 2013;13:91–99.
23 Cramer F, Christensen CL, Poulsen TT

et al. Insertion of a nuclear factor kappa B
DNA nuclear-targeting sequence potentiates
suicide gene therapy efficacy in lung cancer
cell lines. Cancer Gene Ther 2012;19:
675–683.
24 Li S, Gao Y, Pu K et al. All-trans retinoic

acid enhances bystander effect of suicide-
gene therapy against medulloblastomas. Neu-
rosci Lett 2011;503:115–119.
25 Lu M, Freytag SO, Stricker H

et al. Adaptive seamless design for an efficacy
trial of replication-competent adenovirus-
mediated suicide gene therapy and radiation
in newly-diagnosed prostate cancer (ReCAP
Trial). Contemp Clin Trials 2011;32:453–460.
26 Sia KC, Huynh H, Chinnasamy N

et al. Suicidal gene therapy in the effective
control of primary human hepatocellular car-
cinoma as monitored by noninvasive bioima-
ging. Gene Ther 2012;19:532–542.
27 Won YW, Kim KM, An SS et al. Suicide

gene therapy using reducible poly (oligo-D-
arginine) for the treatment of spinal cord
tumors. Biomaterials 2011;32:9766–9775.
28 Yang ZF, Zhan YQ, Chen RC et al. A pro-

spective comparison of the epidemiological
and clinical characteristics of pandemic (H1N1)
2009 influenza A virus and seasonal influenza
A viruses in Guangzhou, South China in 2009.
Jpn J Infect Dis 2012;65:208–214.
29 Yi BR, Choi KJ, Kim SU et al. Therapeu-

tic potential of stem cells expressing suicide
genes that selectively target human breast
cancer cells: Evidence that they exert tumori-
cidal effects via tumor tropism. Int J Oncol
2012;41:798–804.
30 Yin X, Yu B, Tang Z et al. Bifidobacter-

ium infantis-mediated HSV-TK/GCV suicide
gene therapy induces both extrinsic and

www.StemCellsTM.com © 2018 The Authors. STEM CELLS TRANSLATIONAL MEDICINE published by
Wiley Periodicals, Inc. on behalf of AlphaMed Press

Kojima, Miyoshi, Nagoshi et al. 269



intrinsic apoptosis in a rat model of bladder
cancer. Cancer Gene Ther 2013;20:77–81.
31 Zarogoulidis P, Darwiche K, Sakkas A

et al. Suicide gene therapy for cancer—
Current strategies. J Genet Syndr Gene Ther
2013;4:1–29.
32 Zhao Y, Lam DH, Yang J et al. Targeted

suicide gene therapy for glioma using human
embryonic stem cell-derived neural stem cells
genetically modified by baculoviral vectors.
Gene Ther 2012;19:189–200.
33 Dilip D, GRD E. Suicide gene therapy

by herpes simplex virus-1 thymidine kinase
(HSV-TK). InTech 2011;89:1113–1124.
34 Fillat C, Carrio M, Cascante A

et al. Suicide gene therapy mediated by the
herpes simplex virus thymidine kinase gene/-
Ganciclovir system: Fifteen years of applica-
tion. Curr Gene Ther 2003;3:13–26.
35 Sangro B, Mazzolini G, Ruiz M et al. A

phase I clinical trial of thymidine kinase-based
gene therapy in advanced hepatocellular car-
cinoma. Cancer Gene Ther 2010;17:837–843.
36 Shand N, Weber F, Mariani L et al. A

phase 1-2 clinical trial of gene therapy for
recurrent glioblastoma multiforme by tumor
transduction with the herpes simplex thymi-
dine kinase gene followed by ganciclovir.
GLI328 European-Canadian Study Group.
Hum Gene Ther 1999;10:2325–2335.
37 Shillitoe EJ. Gene therapy: The end of

the rainbow? Head Neck Oncol 2009;1:7.
38 Chen F, Cai B, Gao Y et al. Suicide

gene-mediated ablation of tumor-initiating
mouse pluripotent stem cells. Biomaterials
2013;34:1701–1711.
39 Cheng F, Ke Q, Chen F et al. Protecting

against wayward human induced pluripotent
stem cells with a suicide gene. Biomaterials
2012;33:3195–3204.
40 Schuldiner M, Itskovitz-Eldor J,

Benvenisty N. Selective ablation of human
embryonic stem cells expressing a “suicide”
gene. STEM CELLS 2003;21:257–265.
41 Iida T, Iwanami A, Sanosaka T

et al. Whole-genome DNA methylation analyses
revealed epigenetic instability in tumorigenic
human iPS cell-derived neural stem/progenitor
cells. STEM CELLS 2017;35:1316–1327.
42 Hashizume O, Ohnishi S, Mito T

et al. Corrigendum: Epigenetic regulation of
the nuclear-coded GCAT and SHMT2 genes
confers human age-associated mitochondrial
respiration defects. Sci Rep 2015;5:14591.
43 Nakagawa M, Koyanagi M, Tanabe K

et al. Generation of induced pluripotent stem
cells without Myc from mouse and human
fibroblasts. Nat Biotechnol 2008;26:101–106.
44 Otsubo R, Kim M, Lee J et al. Midori-

ishi Cyan/monomeric Kusabira-Orange-based
fluorescence resonance energy transfer assay

for characterization of various E3 ligases.
Genes Cells 2016;21:608–623.
45 Nagai T, Ibata K, Park ES et al. A vari-

ant of yellow fluorescent protein with fast
and efficient maturation for cell-biological
applications. Nat Biotechnol 2002;20:87–90.
46 Hara-Miyauchi C, Tsuji O, Hanyu A

et al. Bioluminescent system for dynamic
imaging of cell and animal behavior. Biochem
Biophys Res Commun 2012;419:188–193.
47 Sugai K, Fukuzawa R, Shofuda T

et al. Pathological classification of human iPSC-
derived neural stem/progenitor cells towards
safety assessment of transplantation therapy
for CNS diseases. Mol Brain 2016;9:85.
48 Jones BS, Lamb LS, Goldman F

et al. Improving the safety of cell therapy
products by suicide gene transfer. Front Phar-
macol 2014;5:5254.
49 Tomicic MT, Thust R, Kaina B. Ganci-

clovir-induced apoptosis in HSV-1 thymidine
kinase expressing cells: Critical role of DNA
breaks, Bcl-2 decline and caspase-9 activa-
tion. Oncogene 2002;21:2141–2153.
50 Moolten FL. Tumor chemosensitivity

conferred by inserted herpes thymidine kinase
genes: Paradigm for a prospective cancer con-
trol strategy. Cancer Res 1986;46:5276–5281.
51 Wei SJ, Chao Y, Hung YM et al. S- and

G2-phase cell cycle arrests and apoptosis
induced by ganciclovir in murine melanoma
cells transduced with herpes simplex virus thy-
midine kinase. Exp Cell Res 1998;241:66–75.
52 Bak XY, Lam DH, Yang J et al. Human

embryonic stem cell-derived mesenchymal
stem cells as cellular delivery vehicles for pro-
drug gene therapy of glioblastoma. Hum
Gene Ther 2011;22:1365–1377.
53 Howard BD, Boenicke L, Schniewind B

et al. Transduction of human pancreatic tumor
cells with vesicular stomatitis virus
G-pseudotyped retroviral vectors containing a
herpes simplex virus thymidine kinase mutant
gene enhances bystander effects and sensitivity
to ganciclovir. Cancer Gene Ther 2000;7:
927–938.
54 Jones RK, Pope IM, Kinsella AR

et al. Combined suicide and granulocyte-
macrophage colony-stimulating factor gene
therapy induces complete tumor regression
and generates antitumor immunity. Cancer
Gene Ther 2000;7:1519–1528.
55 Lee EX, Lam DH, Wu C et al. Glioma

gene therapy using induced pluripotent stem
cell derived neural stem cells. Mol Pharm
2011;8:1515–1524.
56 Nau R, Sorgel F, Eiffert H. Penetration

of drugs through the blood-cerebrospinal
fluid/blood-brain barrier for treatment of
central nervous system infections. Clin Micro-
biol Rev 2010;23:858–883.

57 Niculescu-Duvaz I, Springer CJ. Intro-
duction to the background, principles, and
state of the art in suicide gene therapy. Mol
Biotechnol 2005;30:71–88.
58 Serabe BM, Murry DJ, Dauser R

et al. Plasma and CSF pharmacokinetics of
ganciclovir in nonhuman primates. Cancer
Chemother Pharmacol 1999;43:415–418.
59 Yang J, Lam DH, Goh SS et al. Tumor

tropism of intravenously injected human-
induced pluripotent stem cell-derived neural
stem cells and their gene therapy application
in a metastatic breast cancer model. STEM
CELLS 2012;30:1021–1029.
60 Dachs GU, Hunt MA, Syddall S

et al. Bystander or no bystander for gene
directed enzyme prodrug therapy. Molecules
2009;14:4517–4545.
61 Zhao Q, Lu B, George SK et al. Safe-

guarding pluripotent stem cells for cell
therapy with a non-viral, non-integrating epi-
somal suicide construct. Biomaterials 2012;
33:7261–7271.
62 Gane E, Saliba F, Valdecasas GJ

et al. Randomised trial of efficacy and safety
of oral ganciclovir in the prevention of cyto-
megalovirus disease in liver-transplant recipi-
ents. The Oral Ganciclovir International
Transplantation Study Group [corrected]. Lan-
cet 1997;350:1729–1733.
63 Grignet-Debrus C, Cool V, Baudson N

et al. Comparative in vitro and in vivo cyto-
toxic activity of (E)-5-(2-bromovinyl)-20-
deoxyuridine (BVDU) and its arabinosyl
derivative, (E)-5-(2-bromovinyl)-1-beta-D-ara-
binofuranosyluracil (BVaraU), against tumor
cells expressing either the Varicella zoster or
the Herpes simplex virus thymidine kinase.
Cancer Gene Ther 2000;7:215–223.
64 Cox DB, Platt RJ, Zhang F. Therapeutic

genome editing: Prospects and challenges.
Nat Med 2015;21:121–131.
65 Jinek M, Chylinski K, Fonfara I et al. A

programmable dual-RNA-guided DNA endo-
nuclease in adaptive bacterial immunity.
Science 2012;337:816–821.
66 Mesnil M, Yamasaki H. Bystander

effect in herpes simplex virus-thymidine kina-
se/ganciclovir cancer gene therapy: Role of
gap-junctional intercellular communication.
Cancer Res 2000;60:3989–3999.
67 Amano S, Gu C, Koizumi S et al.

Tumoricidal bystander effect in the suicide
gene therapy using mesenchymal stem cells
does not injure normal brain tissues. Cancer
Lett 2011;306:99–105.
68 Touraine RL, Ishii-Morita H,

Ramsey WJ et al. The bystander effect in the
HSVtk/ganciclovir system and its relationship
to gap junctional communication. Gene Ther
1998;5:1705–1711.

See www.StemCellsTM.com for supporting information available online.

© 2018 The Authors. STEM CELLS TRANSLATIONAL MEDICINE published by
Wiley Periodicals, Inc. on behalf of AlphaMed Press

STEM CELLS TRANSLATIONAL MEDICINE

270 Suicide System in hiPSC-NS/PC Therapy


	 Selective Ablation of Tumorigenic Cells Following Human Induced Pluripotent Stem Cell-Derived Neural Stem/Progenitor Cell ...
	Introduction
	Materials and Methods
	Lentiviral Vector Preparation
	Lentiviral Transduction of 253G1-hiPSCs and Cell Viability Assay
	Neural Induction of HSVtk-hiPSCs
	Neural Differentiation Analysis
	Lentiviral Transduction of 253G1-hiPSC-NS/PCs
	SCI Model and iPSC-NS/PC Transplantation
	Motor Function Analysis
	Bioluminescence Imaging
	Induction of Apoptosis
	Administration of BrdU
	Histological Analysis
	Statistical Analysis

	Results
	Establishment of 253G1 hiPSCs with Tet-Inducible HSVtk Expression
	The HSVtk/GCV System Induces Apoptosis in Immature iPSC-NS/PC-Derived Cells While Preserving Mature Differentiated Neurons ...
	GCV Administration Prevents Tumor Formation Following hiPSC-NS/PC Transplantation In Vivo
	GCV Administration Induces Apoptosis in Immature hiPSC-NS/PC-Derived Cells While Preserving Mature Differentiated Neurons F...
	GCV Administration Protects the Improved Motor Function Gained from Transplantation

	Discussion
	Conclusion
	Acknowledgments
	Author Contributions
	Disclosure of Potential Conflicts of Interest
	References


