Comparison of Trends in Cancer Incidence and Mortality in Osaka, Japan, Using an Age-Period-Cohort Model
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Figure 14. Age, Period and Birth Cohort Effects of
Ovarian Cancer in Females in Osaka, Japan
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Figure 11. Age, Period and Birth Cohort Effects of

Esophageal Cancer in Both Sexes in Osaka, Japan
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Figure 12. Age, Period and Birth Cohort Effects of

Gallbladder Cancer in Both Sexes in Osaka, Japan
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Figure 13. Age, Period and Birth Cohort Effects of
Pancreas Cancer in Both Sexes in Osaka, Japan
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Figure 15. Age, Period and Birth Cohort Effects of

Prostate Cancer in Males in Osaka, Japan

increased again after the 1950s birth cohort, while the
effects for mortality still decreased. Parameters for age-
cohort effects are illustrated in Figure 9.

Other sites of cancer

For oral and pharyngeal cancer in both sexes,
increasing period effects were observed for both
incidence and mortality (Figure 10). The cohort effects
for oesophageal cancer were peaked at the cohort born
in 1900s. Small dip was observed at the cohort born in
the early 1920s, and then the cohort effects increased in
the latest cohort (Figure 11). For gallbladder cancer, the
period effects increased until the mid-1980s and then
gradually decreased. The cohort effects were higher in
the cohort born between 1900s and 1930s (Figure 12).
For pancreas cancer, higher cohort effects were observed
in the cohorts born in between 1910s and 1950s. (Figure
13)

The period effects were small for ovarian cancer.
Decreased cohort effects were observed in the oldest
and youngest cohorts. (Figure 14). For prostate cancer,
largest aging effects were observed. Strongly increasing
period effects were observed especially for incidence,
while the cohort effects were small (Figure 15). Similar
period effects were observed for trends in kidney cancer
incidence with those in prostate cancer. The cohort
effects increased until the cohort born in 1910s (Figure
16). For mortality of bladder cancer, the period effects
were small. The cohort effects were peaked at the cohort
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Figure 16. Age, Period and Birth Cohort Effects of
Kidney Cancer in Both Sexes in Osaka, Japan
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Figure 17. Age, Period and Birth Cohort Effects of
Bladder Cancer in Both Sexes in Osaka, Japan

- - ~ < 1

o o ©

. o ~

5 S 3
® I D o

£ g N

5° 7 g% T 5° AN
& g B

- 5 - ey

P

o o o

ol ol ol

T ¥ Y

40 5;) eb 7‘0 8‘0 9‘0 19‘70 19‘80 1950 20b0 —18'8055;0019201921019.60
Age Period Cohort
Figure 18. Age, Period and Birth Cohort Effects of
Malignant Lymphoma in Both Sexes in Osaka, Japan
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Figure 19. Age, Period and Birth Cohort Effects of
Multiple Myeloma in Both Sexes in Osaka, Japan

886 Asian Pacific Journal of Cancer Prevention, Vol 12, 2011

- - <
© - o R
N o~ o~

parameter
a 1
\\
\
)
\
\
H
parameter
¢ 1
L
i
Y
3
\
}
parameter
[} 1
L
\
'y
1

T - Y NN
- = AR
o o s
24 LE 2
T ¥ ¥4

40 50 60 70 80 90 1970 1980 1990 2000 18801900 1920 19401860
Age Period Cohort

Figure 20. Age, Period and Birth Cohort Effects of
Leukemia in Both Sexes in Osaka, Japan

born in 1900s, and then decreased (Figure 17).

Malignant lymphoma, multiple myeloma and
leukaemia showed similar trends. Small increase in the
period effects were observed for incidence trends but not
for mortality. Cohort effects in the latest cohort decreased
(Figure 18-20).

Discussion

Ageing effects for incidence and mortality are well-
known in biological reason. For most sites of cancer,
people increase the risk of growing cancer by ageing.
Period effects reflect immediate effects to cancer
incidence/mortality such as development of the effective
treatment and screening programme. For all sites of
cancer, the small period effects were observed. On the
other hand, cohort effects reflect distant effects of risk
factors such as smoking, dietary habits, and infectious
agents. The cohort effects for all sites of cancer showed
small peak at the 1950s birth cohort and decreased in
the younger generation. The declining cohort effect for
incidence and mortality may be mainly related with the
decrease of prevalence of cancer risk factors. But the risk
factors of cancer varied according to site of cancer. We
need precise monitor of the trends by site, comparing
with trends in the prevalence of each risk factor.

Remarkable cohort effects strongly related with
decrease of the prevalence of the risk factor for stomach
cancer, due to improvement of hygiene, the decrease
of salt intake (Ministry of Health Labour and Walfare
1975-2007) and the prevalence of H. pylori infection
(Haruma et al. 1997; Kobayashi et al. 2004). As a result,
both age-standardised incidence and mortality rates also
showed constant decrease. Small period effects indicated
that there was little improvement of treatment and early
detection, which should have showed immediate effect
for stomach cancer.

Increasing age-standardised incidence and mortality
of colorectal cancer until the mid-1990s would be
explained as a result of increasing period and cohort
effects. Increases of meat intake, obesity and less
physical activities were risk factors of colorectal cancer.
The prevalence of these risk factors is increasing in
Japan, because of the change to Western lifestyle.
Smoking is also one of the risk factors of colorectal
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cancer. We need further investigation whether the trends
of the prevalence of these risk factors corresponded with
the trends in incidence and mortality. Trends of period
effect indicated possibility of the immediate effect of the
risk factor (Westernised lifestyle) to colorectal cancer
incidence. This was confirmed at the previous study that
Japanese immigrants in the US had higher incidence
of colon cancer than Japanese in Japan (Haenszel and
Kurihara, 1968; Shimizu et al., 1987). Improvement of
diagnostic tools and treatments would be also related
with the period effects.

With the liver the earlier increase in period effect
could be the influence of improved diagnosis of liver
cancer due to the development of diagnostic tools such
as ultrasound sonography. The recent decrease was
possibly caused by the effect of treatment for viral
bepatitis. The influence of the prevalence of risk factors
on cohort effects is clearly shown. The birth cohort
born in around 1935 was suggested to show highest
prevalence of HCV antibodies. The prevalence decreased
in the younger generation (Tsukuma et al., 2005). As
previous descriptive studies have reported, the highest
cohort effect of incidence and mortality of liver cancer
was observed at the cohort with the highest prevalence
of HCV. The prevalence of HCV has been decreasing, so
the incidence of liver cancer will continue to decrease.

Regarding the lung, the observed small period
effect suggested that there was no change from
immediate effects, such as development of treatment
and introduction of effective screening programmes.
Cohort effects reflecting change of prevalence of risk
factors showed distinctive trends. The observed small
dip in the middle 1930s birth cohort was consistent with
the generation who had limited access to tobacco after
World War II (Marugame et al., 2006). The early 1950s
birth cohort peaked at the highest risk of incidence of
lung cancer; they will be common age for lung cancer
in the near future. Therefore the incidence will start
to increase again. In some countries in Europe where
tobacco control has been successful, the cohort effect of
lung cancer mortality in men decreased dramatically. We
need further efforts for tobacco control to decrease lung
cancer in Japan (Bray and Weiderpass, 2009).

The pattern of age effect for breast cancer incidence
was distinctive, which was differentfrom the patternin the
US and western countries (Holford et al., 2006; Matsuno
et al., 2007) and similar with many Asian countries(Sim
etal.,2006). The pattern of age effect in mortality showed
similar pattern with some other countries (Cayuela et al.,
2004; Choi et al., 2006). Increasing cohort effect may
be related with the recent Westernised lifestyle in Japan,
in addition to dietary factor(Ministry of Health Labour
and Walfare 1975-2007), reproductive factor related
with the tendency to marry later and decrease of birth
rate(Iwasaki et al. 2007; Ministry of Health Labour and
Walfare 2010). Period effect in incidence increased in
succession, while there was no effect in mortality. In
some countries, decreasing period effect for mortality
was observed by the improvement of treatment and
effective mammography screening.(Cayuela et al., 2004;
Niclis et al., 2010; Oberaigner et al., 2010).

In the cervix, decreasing cohort effect for incidence
and mortality was mainly due to the improvement of the
public hygiene. Since 1983, cervical cancer screening
started in Japan as a nationwide public health service.
But the proportion of the screening participation has been
very low (about 20%). The period effect of cervical cancer
incidence and mortality did not show any trend, this is
because the screening programme was not successful as
some countries in Europe (Quinn et al., 1999; Sasieni and
Adams, 1999; Bray et al., 2005). Increase of incidence in
the latest cohort possibly explained by the earlier onset
of sexual activities, as the results, the prevalence of HPV
also increased. Opportunistic cervical cancer screening
at the gynaecological checkups also may be related with
the increasing cohort effects of the younger generation in
incidence.

For prostate, kidney and renal pelvis cancer, the
increased period effects in incidence may be explained
by the wider spread use of diagnostic tools; PSA for
prostate cancer and ultrasound diagnosis for kidney
cancer. These earlier detections, however, have not
shown the decrease of period effect in mortality yet.
For oesophageal, pancreas, kidney cancer, higher cohort
effects were observed in the cohort born after 1950s.
These trends suggested the possibility of increase in the
incidence or mortality for these sites of cancer in future.

Although we have long-term data for both incidence
and mortality in Osaka, the timeliness of incidence data
is not so well at the moment. These results might not
generalise to whole Japanese population, because the
cancer incidence and mortality have been a little different
in Osaka from other prefectures. Incidence and mortality
of some sites of cancer (lung and liver) were higher than
those in whole Japan.

We need to keep in mind the change in the
completeness of cancer registration in Osaka when
we evaluate incidence data. The percentage of under-
ascertainment cases was not estimated routinely, but as
an alternative index, the percentage of cases registered
by death certificate only (% of DCO) was approximately
10-15% and stable in Osaka Cancer Registry during
most recently two decades.(Parkin et al. 2005; Curado et
al., 2007)

Among many approaches to disentangle the
identification problem in the age-period-cohort model,
Holford’s is the most popular one in the descriptive
cancer epidemiology area (Holford, 1985) and some
other approaches (Yang et al., 2004; Carstensen, 2007)
are still developing. Although Nakamura’s method has
been scarcely used in articles concerning cancer data,
we adopted the method because it tackles straight on and
overcome the problem in that the linear components of
the three effects cannot be identified. Controlling the
weighted sum of squares of first-order differences of the
parameters as small as possible is a key to overcome the
identification problem and Nakamura’s method realizes
to separate the three effects by using the framework
of Bayesian approach and the minimization of the
information criterion ABIC. When we compare such
results, we need to pay close attention to the difference
between the methods. In near future, we will need to
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evaluate the difference between those methods and
Nakamura’s one.

In conclusion, this is the first report to show the
effects of age, period and birth cohort using both
incidence and mortality for various sites of cancer in
Japan. Age-period-cohort model is useful approach to
show these effects separately. We could evaluate cancer
control activities through the results and can exploit next
cancer control planning.
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Abstract Accumulating evidence suggests that cancer
cells possess a small subpopulation that survives during
potentially lethal stresses, including chemotherapy, radia-
tion treatment, and molecular-targeting therapy. CD133 is a
putative marker that distinguishes a minor subpopulation
from normal differentiated tumor cells in many cancers.
Although it is necessary to eradicate all cancer cells to obtain
a cure, effective treatment to eliminate the CD133™" treat-
ment-tolerant cells has not been elucidated. In this study, we
demonstrated that a CD133 subpopulation in murine mel-
anoma is immunogenic and that effector T cells specific for
the CD133" melanoma cells mediated potent antitumor
reactivity, curing the mice of the parental melanoma.
CD133" melanoma antigens preferentially induced type 17
T helper (Th17) cells and Thl cells but not Th2 cells.
CD133" melanoma cell-specific CD4" T-cell treatment
eradicated not only CD133™ tumor cells but also CD133~
tumor cells while inducing long-lasting accumulation of
lymphocytes and dendritic cells with upregulated MHC class
11 in tumor tissues. Further, the treatment prevented regula-
tory T-cell induction. These results indicate that T-cell
immunotherapy is a promising treatment option to eradicate
CD133" drug-tolerant cells to obtain a cure for cancer.
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Introduction

The cancer stem cells (CSCs) theory states that a minor
subpopulation can initiate differentiated cancer cells and
tumor tissues via self-renewal and asymmetrical cell divi-
sion and that this plays a critical role in metastasis and
recurrence [1-7]. It is controversial whether the classical
CSC theory is applicable for all solid tumors. However,
accumulating evidence suggests that a small subpopulation
with unique features plays an important role in cancer
recurrence after classical anticancer treatment and molec-
ular-targeting therapy [8-12]. An excess of multidrug
efflux transporters, antiapoptotic factors, DNA repair gene
products, stem cell-specific growth signaling, and relative
dormancy contribute to the ability of these cells to resist
treatment. CD133 is a stem cell marker and putative CSC
marker [13, 14]. It was demonstrated that all of examined
cancer cells surviving after potentially lethal drug treat-
ments uniformly express CD133 [15]. These drug-tolerant
cancer cell populations use an altered chromatin state to
induce a reversible drug-tolerant state and give rise to a
permanent drug-tolerant cell population with genetic
mutations. Unless these CD133™ cancer cells are eradi-
cated, it is impossible to achieve a lasting cure.
T-cell-mediated immunotherapy can mediate antitumor
reactivity. We previously reported that effector T cells
primed in tumor-draining lymph nodes (LNs) possessed
antitumor therapeutic efficacy in brain, pulmonary, and
skin metastasis models [16-18]. In this study, we found
that LN T cells primed with the CD133" tumor vaccine
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mediated potent antitumor therapeutic efficacy by eradi-
cating CD133" tumor cells in tumors, thereby curing
parental melanomas that comprised <1% CD133" tumor
cells. Interestingly, CD133" melanoma antigens tended to
prime type 17 helper T (Th17) cells and Th1 cells but not
Th2 cells. These results indicate that T-cell immunotherapy
may be a promising strategy to eradicate treatment-tolerant
CD133™ cancer cells.

Materials and methods
Mice

Female C57BL/6] (B6) mice were purchased from the
CLEA Laboratory (Tokyo, Japan). They were maintained
in a specific pathogen-free environment and used for
experiments at the age of 8-10 weeks. All animal experi-
ments were conducted with the permission of the Niigata
University ethics committee for animal experiments.

Tumor cells

B16F10 melanomas, which originate from B6 mice, were
maintained in vitro. Parental tumor cells were labeled with
phycoerythrin (PE)-conjugated anti-CD133 monoclonal
antibody (mAb; 13A4) and anti-PE microbeads (Miltenyi
Biotec, Auburn, CA). CD133" and CDI133™ tumor cells
were isolated with autoMACS™ (Miltenyi Biotec)
according to the manufacturer’s instructions. Cell purity
was >90%.

mAbs and flow cytometry

Hybridomas producing mAbs against murine CD4 (GK1.5,
L3T4), CD8 (243, Lyt-2), CD3 (2C11), and CD62L
(MEL14) were obtained from the American Type Culture
Collection (Rocksville, MD). Anti-CD4, anti-CD8, and
anti-CD62L mAbs were obtained from ascitic fluid of
sublethally irradiated (500 cGy) DBA/2 mice. PE-conju-
gated anti-CD80 (16-10A), anti-CD86 (GL1), anti-CD62L
(MEL14), anti-CD8 (2.43), and anti-CD25 (PC61) mAbs;
fluorescein isothiocyanate (FITC)-conjugated anti-Thy1.2
(30-H12); and anti-CD4 (GK1.5) mAbs were purchased
from BD PharMingen (San Diego, CA). Analyses of cell
surface phenotypes were carried out by direct immunofiu-
orescence staining of 0.5-1 x 10% cells with conjugated
mAbs. In each sample, 10,000 cells were analyzed using a
FACScan™ flow microfluorometer (Becton—Dickinson,
Sunnyvale, CA). PE-conjugated subclass-matched anti-
bodies used as isotype controls were also purchased from
BD PharMingen. Samples were analyzed using the Cell-
Quest™ software (BD PharMingen).
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Fractionation of T cells

T cells in the LN cell suspension were concentrated by
passing through nylon wool columns (Wako Pure Chemical
Industries, Osaka, Japan). To yield highly purified (>90%)
cells with downregulated CD62L expression (CD62L'"),
LN T cells were further isolated by a panning technique
using T-25 flasks pre-coated with goat anti-rat immuno-
globulin antibody (Ig Ab) (Jackson ImmunoResearch
Laboratories, West Grove, PA)/anti-CD62L mAb (MEL14)
and sheep anti-rat-Ig Ab/anti-CD62L mAb-coated Dyna-
Beads M-450 (Dynal, Oslo, Norway). In some experi-
ments, cells were further separated into CD4" and CD8™
cells by depletion using magnetic beads, as described
previously [18]. For in vitro experiments, highly purified
CD4% cells were obtained using anti-CD4 mAb-coated
Dynabeads and Detachabeads (Invitrogen) according to the
manufacturer’s instructions.

Bone marrow—derived dendritic cells

Dendritic cells (DCs) were generated from bone marrow
cells (BMs), as described previously. In brief, BMs
obtained from femurs and tibias of treatment-naive mice
were placed in T-75 flasks for 2 h at 37°C in complete
medium (CM) containing 10 ng/ml of recombinant
murine granulocyte-macrophage colony-stimulating factor
(rmGM-CSF; a gift from KIRIN, Tokyo, Japan). Non-
adherent cells were collected by aspirating the medium and
transferred into fresh flasks. On day 6, non-adherent cells
were harvested by gentle pipetting. CM consisted of RPMI
1640 medium supplemented with 10% heat-inactivated
lipopolysaccharide (LPS)-qualified fetal calf serum (FCS),
0.1 mM nonessential amino acids, 1 pM sodium pyruvate,
100 U/ml of penicillin, 100 pg/ml of streptomycin sulfate
(all from Life Technologies Inc.), and 5 x 10~> M 2-ME
(Sigma Chemical Co., St. Louis, MO).

DC/tumor-draining LN cells

BMs and DCs were co-cultured with the same number of
irradiated tumor cells (5,000 cGy) in CM overnight. B6
mice were inoculated subcutaneously (s.c.) with 10 x 10°
BM-DC and tumor cells in both flanks. Inguinal LNs
draining BM-DC and tumor cells were harvested. Single-
cell suspensions were prepared mechanically as described
previously [19].

Adoptive immunotherapy
B6 mice were injected s.c. with parental B16-F10 tumor

cells in 100 pl of Hank’s balanced salt solution (HBSS) to
establish subcutaneous tumors. Two or three days after the
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inoculation, mice were sublethally irradiated (500 cGy)
and then infused intravenously (i.v.) with T cells isolated
from tumor-draining LNs. LN cells were stimulated with
anti-CD3 mAb (2C11) and cultured in CM containing
40 U/ml of interleukin (IL.)-2 for 3 days to obtain a suffi-
cient number of T cells for in vivo experiments, as
described previously [17]. The perpendicular diameter of
subcutaneous tumors was measured with calipers.

Cytokine ELISAs

T cells were stimulated with immobilized anti-CD3 mAb
or tumor antigen—pulsed BM-DCs in CM. Supernatants
were harvested and assayed for IFN-y, IL-4, and 1L-17
content by a quantitative “sandwich” enzyme immunoas-
say using a murine IFN-y, IL-4, and IL-17 ELISA kit
(Genzyme, Cambridge, MA) according to the manufac-
turer’s instructions.

In vitro proliferation assay

Melanoma cells were labeled with 5 pM 5-(6)-carboxy-
fluorescein diacetate succinimidyl diester (CFSE; Molecular
Probes Inc., Eugene, OR) in HBSS at 37°C for 15 min and
washed twice before CD3 stimulation. The ratio of CFSE-
labeled tumor cells to unlabeled tumor cells was 1:10. Tumor
cells were cultured in CM at 1 x 10°/ml. Tumor cells were
counted every day and were analyzed using a microfluo-
rometer to determine the number of CFSE-labeled tumor
cells. Three wells were analyzed for each condition.

Statistical analysis

Comparison between groups was made by Student’s r-test.
The dynamic tumor growth data was analyzed by multi-
variate general linear model. Differences were considered
significant for P < 0.05. Statistical analysis was performed
with SPSS statistical software (SPSS, Chicago, IL) or
GraphPad Prism 5.0 software (GraphPad Software Inc., La
Jolla, CA).

Results

CD133" melanoma cells possessed distinct
characteristics

For this study, we obtained purified CD133" tumor cells
from murine B16-F10 melanomas (Fig. 1a) and then tested
the properties of these cells. Skin tissues were not produced
by 1 x 10° subcutaneously inoculated parental B16 mela-
noma cells, but 5 x 10° CD133" melanoma cells were
sufficient to establish tumor tissues in vivo (Fig. 1b). In vitro
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proliferation assays showed that CD133™ tumor cells pro-
liferated more aggressively than CD133™ tumor cells before
they became confluent, but their proliferation was impeded
by cell—cell contact inhibition. In contrast, the proliferation
of CD133™ tumor cells did not stop by contact inhibition,
and cells piled together, developing into floating aggregates
(Fig. 1c). We also tested whether CD133" melanoma cells
could grow in an anchorage-independent manner. Although
CD133™ cells eventually died without anchorage, all
CD133* tumor cells proliferated to become tumor spheres
(Fig. 1d, e). CD133", but not CD133 ™, tumor cells exhib-
ited colony formation on soft agar (Fig. 1f).

Vaccination with CD133* tumor cells induced
protective immunity against the parental melanoma

To examine whether the immune system can recognize
CD133* melanoma cells, we immunized mice by subcuta-
neously inoculating them with 5,000 cGy-irradiated
1 x 107 parental, CD1337, or CD133" melanoma cells
mixed with 1 x 107 DCs. Fourteen days after immunization,
3 x 10° parental melanoma cells were subcutaneously
injected. The tumor growth curves of mice that were
immunized with parental tumor cells or CD133™ tumor cells
were identical to those of mice that had not received
immunization (Fig. 2a). In contrast, tumor growth was sig-
nificantly retarded in mice immunized with CD133™ tumor
cells.

CD133* tumor antigen—specific T cells mediated
potent therapeutic efficacy

‘We examined the antitumor efficacy of LN T cells draining
irradiated parental, CD1337, or CD133" melanoma cell
vaccinations with DCs. CD62L"Y (cells with downregu-
lated CD62L expression) T cells that were isolated as
antigen-primed T cells from LNs were cultured by the anti-
CD3/IL-2 method, as described previously [20]. LN T cells
were intravenously infused into mice bearing a 2-day-
established parental melanoma skin tumor after sublethal
whole-body irradiation (500 cGy). The tumors of mice
treated with LN T cells primed with parental or CD133™
tumor cells grew in a pattern similar to those of the
untreated mice (Fig. 2b). In contrast, the tumors of mice
treated by LN T cells primed with CD133" tumor cells did
not grow, even though the mice had palpable tumors.
Interestingly, the antitumor reactivity mediated by the LN
T cells primed with CD133™ tumor cells persisted for more
than 60 days and no mice died of tumor. In this system,
regulatory T (Treg) cells were eliminated by whole-body
irradiation before antitumor T-cell infusion; however,
generally, host lymphocytes recover approximately
20 days after irradiation, and Treg cells that recover as host

@ Springer
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Fig. 1 CD133" B16 melanoma cells demonstrated high tumorige-
nicity in vivo (each group contained 5 mice) and proliferated in an
anchorage- and cell—cell contact inhibition-independent manner in
vitro. a One million B16 melanoma cells were stained with
phycoerythrin (PE)-conjugated anti-CD133 or PE-conjugated isotype
control monoclonal antibodies (mAbs). Dotted lines indicate the
fluorescence intensity of tumor cells stained with PE-conjugated
subclass-matched isotype control mAbs. Each frame consists of
10,000 cells. b B6 mice were subcutaneously inoculated along the
midline of the abdomen with 5 x 10% or 5 x 10* CD133™ cells, or
1 x 10° or 1 x 10° parental B16 cells. The diameter of the skin
tumors was measured twice weekly with calipers, and the size was
recorded as the average of 2 perpendicular diameters. Each group
contained 6 mice. Bars indicate standard deviation. ¢ CD133% or
CD133™ tumor cells (0.3 x 10%) labeled with carboxyfluorescein
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diacetate succinimidyl diester (CFSE) were mixed with non-labeled
tumor cells (3 x 10% and cultured in complete medium (CM) at
1 x 10° cells/ml. Tumor cells were counted every day and analyzed
using a microfluorometer to determine the number of CFSE-labeled
tumor cells. Three wells were analyzed for each condition. d, e One
million CD133% or CD133~ tumor cells were cultured in 10 ml of
CM in 50 ml conical tubes that were rotated to avoid cell attachment.
Cell counts were performed every 24 h. After 72 h in culture,
CD133" cells proliferated to build spheroid-like cell aggregates.
f The soft agar colony assay was performed using CytoSelect™ 96
Well Transformation Assay (Cell Biolabs Inc.) according to the
manufacturer’s instructions; 5 x 10° CD133* or CD133~ B16 tumor
cells were cultured in soft agar for 7 days, and colony formation was
examined using a 96-well fluorometer
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Fig. 2 Irradiated CD133" tumor cell/dendritic cell (DC) vaccine-
primed CD133" tumor-specific CD8™, and Thl and Th17 CD4* T
cells mediated therapeutic efficacy against parental B16 melanomas.
a Bone marrow—derived DCs were co-cultured 1:1 overnight with
irradiated (5,000 c¢Gy) parental, CD133™, or CD133% B16 cells in
CM. Non-adherent cells were collected, and 1 x 10° cells were
subcutaneously injected into mice. Two weeks later, mice were
subcutaneously inoculated along the abdominal midline with 1 x 10°
parental B16 cells. Data are from a representative experiment of 3,
with 5 mice/group. Asterisks indicate P < 0.01. b Bone marrow—
derived DCs co-cultured with irradiated parental, CD133™, or
CD133™ tumor cells were subcutaneously injected into both flanks
of mice. Inguinal lymph nodes (LN) were collected 8 days later.
CD62L"°Y T cells were isolated as antigen-primed LN T cells and
cultured by the anti-CD3/interleukin (IL-2) method. B6 mice were
subcutaneously inoculated along the abdominal midline with 1 x 10°
parental B16 cells in order to establish tumors. Two days later, mice

immunity abrogate antitumor reactivity [18]. To elucidate
whether T cells primed with CD133™ tumor cells affected
Treg induction, we examined Foxp3™ regulatory T cells in
tumor tissues 30 days after treatment. As shown in Fig. 2c,
very few Foxp3™ CD4% T cells were detected in tumor
tissues of mice treated with LN T cells draining CD133™
tumors. In contrast, there was almost the same number of
Foxp3* CD4™ T cells in tumor tissues of mice that were
infused with LN T cells draining parental or CD133™
tumors as in the untreated mice.

D

CD¢ Teelisderived from  CD4' T cells derived from €D T cells derived from
LN draining parental tumor  LNs dralning CD133" tumor  LNs draining CD133 tumor

3 * 5

CD8* T cells derived from
LNs draining CDI33' tumor
.

IFNy (ng/ml)

() _CDI33+CDI33.
ole

IL-4 (ng/ml)

IL-17 (ng/ml)

) CDI133s CDI33. () _CDI33:CD133. ) €133+ CDI3Y
ne DC bCc

were sublethally irradiated (500 cGy) and intravenously infused with
15 x 10% LN T cells. The diameter of skin tumors was measured
twice weekly with calipers; size was recorded as the average of 2
perpendicular diameters. The data are from a representative exper-
iment of 2, with 5 mice/group. Asterisks indicate P < 0.01. ¢ Tumors
were obtained 30 days after tumor inoculation and were digested with
collagenase, hyaluronidase, and DNase. Cells in tumor tissues were
stained using FITC-conjugated anti-CD4 mAb and PE-conjugated
anti-Foxp3 mAb (e-Bioscience) with the staining kit according to the
manufacturer’s instructions. Cells in the lymphocyte region were
gated for analyses. d IFN-y, IL-4, and IL-17A secretion. In a 96-well
plate, 1 x 10° CD62L°" CD4™ T cells isolated from LNs draining
irradiated tumor cells/DCs were stimulated with 2 x 10* DCs pulsed
with tumor antigens in 200 pl CM for 48 h. DCs for stimulation were
purified with CDllc microbeads after overnight co-culture with
irradiated tumor cells. Asterisks indicate P < 0.01

T cells primed in LNs draining CD133" melanoma
cells/DCs were specific to CD133™ tumor antigens
and exhibited specific IFN-y and IL-17 production

To examine cytokine release by T cells primed in LNs
draining irradiated tumor cell/DC vaccine, CD62L'°%
CD4" LN T cells or CD62L*Y CD8" LN T cells were
stimulated with irradiated tumor cells in the presence of
DCs for 48 h. Thl cells have been considered the most
important CD4" T cells for antitumor immunity.
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Fig. 3 CD41 T cells primed with irradiated CD133* tumor cell/
dendritic cell (DC) vaccine mediated potent and long-lasting antitu-
mor reactivity. Both CD4" and CD8* T cells were required for
optimal antitumor efficacy. a Approximately 15 x 10° CD62L™ T
cells isolated from lymph nodes (LNs) draining irradiated CD133%
melanoma cells/DCs for 8 days were cultured by the anti-CD3/
interleukin (IL)-2 method and were infused intravenously into mice
bearing 2-day-established skin tumors of parental melanoma. Mice
were intraperitoneally injected with either anti-CD4 or anti-CD8
monoclonal antibody (mAb). The diameter of the skin tumors was
measured twice weekly with calipers; size was recorded as the
average of 2 perpendicular diameters. Each group contained 5 mice.

Recently, it was reported that Th17 CD4™ T cells that
preferentially produce IL-17 and IL-6 play a critical role
in antitumor immune responses [21-25]. The superna-
tants were analyzed for interferon (IFN)-y, IL-4, and
IL-17A using cytokine-specific enzyme-linked immuno-
sorbent assays (ELISAs). CD62LY CD4" T cells
derived from LNs draining CD133" melanoma cells
exhibited specific and significantly greater IL-17A, but
not IL-4, production upon CD133" tumor antigen stim-
ulation (Fig. 2d). Conversely, T cells primed in LNs
draining parental or CDI133™ tumor antigens did not
show antigen-specific cytokine release. CD62L'° CD8"
T cells derived from CD133" tumor cell-draining LNs
also produced IFN-y upon stimulation with CD133*
tumor antigens. These cytokine assays indicate that both
CD133" tumor-specific CD4" and CD8" T cells were
primed in LNs draining CD133™" tumor antigens and that
CD133% tumor antigens preferentially induced Thl and
Th17, but not Th2, cells.
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Asterisks indicate P < 0.01. b CD4% and CD8" T cells were purified
from CD62L"°" LN T cells draining irradiated CD133" melanoma
cells/DCs with immuno-magnetic beads. Approximately 3 x 107
CD62L™ T cells, 1 x 107 CD62L"Y CD8™ T cells, or 1 x 107
CD62L" CD4* T cells were isolated from 8-day B16 CD133*
tumor cell/DC-draining LN cells. CD62L T cells were activated by
the anti-CD3/IL-2 method and separated into CD4™ and CD8* cells
with magnetic beads. The diameters of the skin tumors were measured
twice weekly with calipers; size was recorded as the average of 2
perpendicular diameters. Each group contained 5 mice. Asterisks
indicate P < 0.01

CD133* melanoma-specific CD4™ T cells mediated
superior antitumor reactivity

To determine whether CD4™ or CD8" T cells contributed
to the antitumor efficacy mediated by CD133% tumor-
specific LN T-cell treatment, CD4* and CD8* T-cell

Fig. 4 CD133" tumor-specific LN T cell treatment eradicated B
CD133* tumor cells and induced accumulation of leukocytes in
tumor tissues. One million CD133™ tumor cells mixed with 0.5 x 10°
CD133™ tumor cells were subcutaneously inoculated at both flanks.
Zero (Gr. 1), 10 x 10° (Gr. 2), 5 x 10° CD133" tumor-specific LN T
cells (Gr. 3), or 10 x 10° LN T cells draining CD133™ tamor
antigens (Gr. 4) were intravenously infused after sublethal whole-
body irradiation. Each group contained 4 mice. Four tumors were
collected and digested with collagenase, DNase, and hyaluronidase 7
and 15 days after T-cell infusion. The representative data of 3
independent experiments are presented. a CD133 expression of cells
in the tumor region. b Dot plots of forward and side scatter. ¢ The
percentages of CD45" leukocytes based on the total number of cells
(left graphs), of cells in the lymphocyte region (middle graphs), and
of CD11c™ cells (right graphs) in each group
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depletion studies were performed. In vivo depletion studies
showed that both CD4" and CD8" T-cell depletion sig-
nificantly diminished antitumor reactivity (Fig. 3a). How-
ever, these studies could not assess whether CD4% or
CD8' LN T cells mediated superior antitumor reactivity,
because host CD4™ and CD8™ T cells were also depleted.
Therefore, we infused mice with 1 x 10’ CD4™ or CD8*
cells purified from CD133* tumor-specific LN T cells.
Two of 5 mice infused with CD8" LN T cells were cured
(Fig. 3b). Interestingly, all mice infused with CD4TINT
cells were cured. Moreover, the duration of the antitumor
effect of CD133™ tumor-specific CD4* T cells was longer
than that of CD8™ T cells. In other words, skin tumors that
were not cured within 10 days after tumor inoculation
eventually grew in mice infused with 1 x 107 purified
CD8" LN T cells. In contrast, mice infused with 1 x 10
purified CD4" LN T cells or 3 x 107 total LN T cells that
contained approximately 6 x 10° CD4™ LN T cells
exhibited long-lasting antitumor reactivity and resulted in
the complete remission of the parental melanoma.

CD133* tumor-specific T-cell treatment resulted
in long-lasting accumulation of CD4™ T cells
and activated DCs in tumors

To understand the mechanism by which CD133* tumor-
specific T cells mediated antitumor reactivity, we analyzed
the cellular composition of skin tumors 7 and 15 days after
treatment. One million CD133% tumor cells mixed with
0.5 x 10® CD133™ tumor cells were inoculated in both
flanks of mice. Although the percentage of CD133" cells
did not differ among groups on the seventh day after tumor
inoculation (data not shown), tumors of CD133" tumor-
specific LN T-cell recipients lost their CD133" subpopu-
lation. In contrast, tumors in mice that were infused with
CD133™ tumor-draining LN T cells contained approxi-
mately the same number of CD133" tumor cells as the
control mice on the fifteenth day after treatment (Fig. 4a).
Thus, it is likely that infused CD133" tumor-specific T
cells indeed eradicated CD133 tumor cells prior to tumor
regression.

On the seventh day, the number of CD45" leukocytes
and lymphocytes in tumor tissues depended on the number
of infused T cells, as more leukocytes were observed in
tumor tissues of mice that were infused with 1 x 10'LN T
cells draining CD133% or CD133™ tumor cells. However,
the tumor-infiltrating lymphocytes in mice that were
infused with 1 x 107 LN T cells draining CD133™ tumor
antigen disappeared, leaving these mice with lymphocyte
levels comparable to those in untreated mice by the fif-
teenth day (Fig. 4b). Conversely, mice treated with
10 x 10° CD133™ tumor-specific LN T cells had 10 times
more CD457 cells and 6 times more lymphocytes than the
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control animals did (Fig. 4b, c). CD4" T cells preferentially
increased in the tumor tissues of CD133" tumor-specific LN
T-cell recipients. Moreover, CD133* tumor-specific LN
T-cell infusion resulted in a long-lasting increase in CD11c™
DCs that had augmented the expression of MHC class Il
antigen in tumor tissues (Fig. 5a, b).

To determine whether CD4™ or CD8* CD133™ tumor-
specific LN T cells induce the accumulation of lympho-
cytes and DCs, we analyzed tumors in mice infused with
purified CD4% or CD8* CD133* tumor-specific LN T
cells. Leukocyte accumulation was observed only when the
mice were infused with CD4™ CD133" tumor-specific T
cells (Fig. 6a). Furthermore, 90 days after T-cell treatment,
we examined splenocytes of mice cured with the CD133%
tumor-specific T-cell infusion. Surprisingly, the mice cured
with CD4% CD133" tumor-specific LN T cells had not
only the CD4™ T cells that produced IFN-y and IL-17 upon
CD133" tumor antigen stimulation but also the CD4* T
cells that recognized and responded to CD133™ tumor
antigens, although the infused CD4" T cells were highly
specific for CD133™ tumor antigens (Figs. 2¢, 6b).

Discussion

Our study demonstrates that CD133" melanoma-specific T
cells are capable of mediating antitumor reactivity that
results in the regression of established parental melanoma
in mice. These results are surprising, as CD133"% tumor
cells comprised less than 1% of the parental melanoma.
CD133% tumor cells may be so essential for the develop-
ment of tumor tissues that eradication of CD133% tumor
cells makes it difficult for melanoma cells to establish
tumors in vivo, as CD133" tumor cells possess high
tumorigenicity. However, this does not explain how
CD133" tumor-specific T-cell therapy cured the mice with
established skin tumors. Notably, CD4" T cells mediated
superior long-lasting antitumor reactivity by inducing the
accumulation of activated DCs and lymphocytes, but not
Treg, in tumor tissues. Further, although CD4™ T cells that
were highly specific for CD133* melanoma antigens were
infused, we detected T cells that secreted IFN-y and IL-17
upon CD133” tumor antigen stimulation in cured mice.
This observation is consistent with the previous report that
Th17 cells expressing TCR for 1 tyrosinase-related protein-
1 (TRP-1) epitope induced tumor antigen-specific T cells
that were not specific for TRP-1 [21]. Thus, it is likely that
the interaction between CD4" CD133" tumor-specific T
cells and DCs that acquired CD133 tumor cells resulted in
the induction of antimelanoma effector T cells with wide
specificity, because CD133" and CD133™ melanoma cells
shared most antigens according to 2-D electrophoresis
analyses (data not shown). Cumulatively, these results



