Morrison et al. BMC Cancer (2018) 18:469

https://doi.org/10.1186/512885-018-4389-3 B M C C ancer

RESEARCH ARTICLE Open Access

Reduction of MHC-I expression limits T- @eer
lymphocyte-mediated killing of Cancer-
initiating cells

Brian J. Morrison' @, Jason C. Steel”*" and John C. Morris*

Abstract

Background: It has been proposed that cancer establishment, maintenance, and recurrence may be attributed to a
unique population of tumor cells termed cancer-initiating cells (CICs) that may include characteristics of putative
cancer stem cell-like cells. Studies in lung cancer have shown that such cells can be enriched and propagated in
vitro by culturing tumor cells in serum-free suspension as tumorspheres. CICs have been characterized for their
phenotype, stem cell-like qualities, and their role in establishing tumor and maintaining tumor growth. Less is
known about the interaction of CICs with the immune system.

Methods: We established CIC-enriched tumorspheres from murine TC-1 lung cancer cells, expressing human
papillomavirus 16 (HPV-16) E6/E7 antigens, and evaluated their susceptibility to antitumor immune responses both
in vitro and in vivo.

Results: TC-1 CICs demonstrated reduced expression of surface major histocompatibility complex (MHC)-I
molecules compared to non-CICs. We similarly determined decreased MHC-I expression in five of six human lung
cancer cell lines cultured under conditions enriching for CICs. In vivo, TC-1 cells enriched for CICs were resistant to
human papillomavirus 16 E6/E7 peptide vaccine-mediated killing. We found that vaccinated mice challenged with
CIC enriched tumorspheres demonstrated shorter survivals and showed significantly fewer CD8* tumor infiltrating
lymphocytes compared to CIC non-enriched challenged mice. Furthermore, cultured cytotoxic T lymphocytes
(CTLs) from vaccinated mice demonstrated reduced capacity to lyse TC-1 cells enriched for CICs compared to
non-enriched TC-1 cells. Following treatment with IFN-y, both CIC enriched and non-enriched TC-1 cells expressed
similar levels of MHC-, and the increased MHC-I expression on CICs resulted in greater CTL-mediated tumor lysis
and improved tumor-free survival in mice.

Conclusions: These results suggest that the attenuated expression of MHC-I molecules by CICs represents a
potential strategy of CICs to escape immune recognition, and that the development of successful immunotherapy
strategies targeting CICs may decrease their resistance to T cell-mediated immune detection by enhancing CIC
MHC-I expression.
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Background

Solid tumors are made up of a heterogeneous population
of cancer cells. It is widely believed that this diversity is
a result of a cellular hierarchy, similar to that seen in
other tissues, with a compartment of “stem cells” driving
the growth of the tumor [1]. Putative “cancer stem cells”
or “cancer-initiating cells” (CICs) generate progeny com-
posed of populations of short-term proliferating cells and
more differentiated cells that have aberrant differentiation
and additional epigenetic changes. CICs share a number
of characteristics with normal stem cells, including a cap-
acity for self-renewal, the ability to give rise to differenti-
ated progeny, and increased resistance to DNA damage-
induced cell death [2]. CICs are hypothesized to comprise
0.01-10% of cells within the tumor and can be identified
based on their stem cell-like characteristics, and the ex-
pression of certain cell surface and functional markers.

CICs have been shown to have a number of characteris-
tics that increase their resistance to radiation and chemo-
therapy, including increased expression of membrane drug
transporters that mediate chemotherapy drug efflux, de-
toxification enzymes that metabolize cytotoxic drugs, up-
regulation of anti-apoptotic proteins, increased efficiency
of DNA repair, and alterations in cell cycle kinetics [3].
The combination of these factors allows CICs to be intrin-
sically resistant to traditional treatments potentially leading
to enrichment of CICs. Consistent with this, the number of
CICs have been shown to be increased in colorectal,
glioma and breast cancer mouse xenografts following
treatment with chemotherapy and radiation [3-5]. These
treatments may initially debulk a tumor of the more “dif-
ferentiated”, rapidly growing tumor cells, but leaves behind
the innately resistant CICs.

Treatments specifically targeting CICs may be a more
effective strategy to treat cancer. Therapies that target
CICs may eliminate the cells responsible for tumor self-
renewal, ultimately leading to tumor regression. As evi-
dence for this, Chen et al., using a model of glioblastoma,
showed that chemotherapy treatment of the tumor leads to
transient growth arrest, but also leads to the selection of
CICs with the capacity to repopulate the tumor. Using a
genetic lineage ablation approach to deplete the CICs, they
demonstrated increased survival by delaying tumor relapse
compared with mice treated with classical chemotherapy
alone [6]. Similarly, Nakanishi et al., demonstrated in intes-
tinal cancer that specific targeting of CICs could lead to
tumor regression without affecting normal tissue homeo-
stasis [7]. These studies suggest that designing therapies
that specifically target CICs can result in antitumor effects
and may ultimately have considerable clinical benefit. From
this we and others have posited that generating cancer vac-
cines that specifically target CICs may be a more effective
treatment than more general vaccines targeting the bulk of
the tumor [2, 8-10]. Very little; however is known about
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CICs interaction with the immune system and whether
they are susceptible to immune-mediated killing.

Herein, we evaluate CICs susceptibility to antitumor
immune responses in a murine model. In vitro and in
vivo, we establish that CICs are intrinsically resistant to
cytolytic T-lymphocyte (CTL)-mediated lysis. We identify
the down-regulated expression of major histocompatibility
class I (MHC-I) molecules on the surface of CICs of both
murine and human CICs as a potential factor in the T-cell
immune resistance. Furthermore, we demonstrate that
MHC-I expression on CICs can be restored through
interferon-gamma (IFN-y) treatment leading to a partial
restoration of the sensitivity to CTL killing.

Methods

Cell lines

Mouse TC-1 lung cancer cells (American Type Culture
Collection (ATCC), Manassas, VA) that express human
papillomavirus 16 (HPV-16) E6/E7 were cultured in ad-
herent monolayer conditions, or enriched for CICs in
tumorsphere culture as previously described [11-13].
Human lung cancer cell lines A549, Calu-6, H460, H1299,
H520, and H522 (ATCC) were cultured as adherent
cells in RPMI-1640 (Mediatech, Inc., Manassas, VA)
supplemented with 10% fetal calf serum (Invitrogen,
Carlsbad, CA) and 1% penicillin G-streptomycin (Invitro-
gen). Human cells were cultured as CICs under the same
conditions as TC-1 cells. Sphere-forming capacity, fold-
expansion [14], and the ability for the cells to culture as
spheroids for greater than three passages was assessed for
each cell line (Table 1). For all of the experiments, pas-
sage 2, day 1 spheres represented samples enriched for
CICs and matched adherent cultures represented non-
CIC controls. Cells were assessed for viability by trypan
blue exclusion (Invitrogen). Single cell suspensions were
prepared by passage through a 40 um cell strainer (BD
Biosciences, Franklin Lakes, NJ).

Real-time reverse transcription-polymerase chain reaction
for expression of “stemness” genes

Using matched non-CICs and CICs, total RNA was ex-
tracted using PureLink™ RNA mini-kit (Invitrogen). RNA
was reverse transcribed in 20 pL using the Verso cDNA
kit (Thermo Fisher Scientific, Surrey, UK) and the
GeneAmp PCR System 9700 thermocycler (Applied Bio-
systems, Foster City, CA). Analysis of OCT4, NANOG,
and SOX2 expression was carried out using Plexor® qPCR
System (Promega, Madison, W1I) reagents and StemElite™
Pou5f1/GAPDH, NANOG/GAPDH, or SOX2/GAPHD pri-
mer pairs (Promega) containing primers for both the gene
of interest and the GAPDH gene. Data was collected using
the Bio-Rad CFX96™ RT-System (Bio-Rad Laboratories,
Hercules, CA) and analyzed using Plexor® analysis software.
All real-time RT-PCR results were compiled using three
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Table 1 Sphere-forming capacity of selected human lung cancer cell lines

Cell Sphere-forming Long;}term proliferation Fold-expansion® Stem cell gene expression®

f )

line capacity assay oCT4 NANOG SOX2

A549 + + 12+03 45+10 112433 2+04
(n=15)

H460 + + 3421 38+ 10 55+7 89+36
(n=24)

H1299 + + 13+06 115+ 35 97+17 79+19
(n=24)

Calu-6 + - 1.1+09 NA NA NA
n=12

H520 + - 1+1 NA NA NA
(n=20)

H522 + - 06+06 NA NA NA
(n=17)

2Ability to form three-dimensional multicellular spheroids in tumorsphere culture. ®"Mean fold-expansion > 1 and ability to culture > 3 passages. Fold-expansion
average + standard deviation. Fold-expansion is calculated over multiple passages. 9Gene expression fold-difference assessed by qRT-PCR of CICs (n = 2) normalized to
GAPDH and standardized to matched non-CIC (n = 3) expression tstandard deviation, P =0.005 for all. NA = Not applicable

technical repeats for each biological replicate, and two
biological repeats for CICs and three biological repeats for
non-CICs were conducted for each sample. Data was nor-
malized to endogenous GAPDH for each sample. Samples
were standardized to matched non-CICs to compare ex-
pression levels.

Real-time reverse transcription-polymerase chain reaction
for HPV-16 E6/E7 gene expression

TC-1 CICs and non-CICs total RNA was extracted using
PureLink™ RNA mini-kit (Invitrogen). RNA was reverse
transcribed in 20 pL using the Verso cDNA kit (Thermo
Fisher Scientific) and the GeneAmp PCR System 9700
thermocycler (Applied Biosystems). Analysis of E6
and E7 expression was carried out using the following
primers (Real Time Primers, LLC, Elkins Park, PA): E6-
Forward, CTGCAATGTTTCAGGACCCA; E6-Reverse,
TCATGTATAGTTGTTTGCAGCTCTGT; E7-Forward,
AAGTGTGACTCTACGCTTCGGTT; E7-Reverse, GCC
CATTAACAGGTCTTCCAAA. The qPCR was carried
out using Bullseye EvaGreen qPCR Mastermix (MidSci,
St. Louis, MO). Data was collected using the Bio-Rad
CFX96™ RT-System (Bio-Rad Laboratories). All real-time
RT-PCR results were compiled using three technical re-
peats for each biological replicate and three biological re-
peats were done for each sample. Data was normalized to
endogenous murine p-actin (Real Time Primers, LLC) for
each sample. Samples were standardized to non-CICs to
compare expression levels among samples.

Flow cytometry for MHC-I

TC-1 cells were stained with fluorescein isothiocyanate
(FITC) conjugated anti-mouse H-2Kb (clone AF6-88.5;
BD) and mouse (BALB/c) FITC-IgG2a k (BD) was used
as an isotype control. Human cell lines were stained with
FITC mouse anti-human HLA-ABC (clone G46-2.6; BD)

and a FITC mouse IgGlk antibody (BD) was used as an
isotype control. Data was collected using an Epics XL-
MCL flow cytometer (Beckman Coulter, Inc., Brea, CA).
Data was analyzed using FlowJo Software (Tree Star, Inc.,
Ashland, OR). Results represent the change in mean fluor-
escent intensity (A-MFI) + standard deviation corrected for
mean expression of isotype controls and normalized to
expression of non-CICs. Positive expression tstandard de-
viation was similarly corrected for expression of isotype
controls. Expression of MHC-I was also assessed following
24 h of exposure to 500 units/mL recombinant mouse
IFN-y (R&D Systems, Minneapolis, MN).

IFN-y production by splenocytes on co-culture with CICs
and non-CICs

Eight week-old female C57Bl/6 mice (Jackson Laboratory,
Bar Harbor, ME) were vaccinated intramuscularly with
50 pg of HPV-16 E7*™>7 (RAHYNIVTF) peptide (IBA-
LifeSciences, Goettingen, Germany) containing 3 ug GM-
CSF using the protocol established from [15]. Spleens were
harvested 10 days after injection and a single cell suspen-
sion of splenocytes was prepared. 1 x 10° splenocytes were
co-cultured with 4 x 10° mitomycin C (Sigma, St. Louis,
MO) treated TC-1 CICs or non-CICs in 2 mL total of
RPMI-1640 media with 10% fetal calf serum in 24-well
plates (BD). Mitomycin C treatment, 30 pug/mL, was con-
ducted at 37 °C for 3 h before the cells were washed 4
times with PBS. Cells were then cultured for 3 days before
media was collected. IFN-y concentration was assessed by
ELISA (eBioscience, San Diego, CA). Background expres-
sion of IFN-y was controlled for with splenocytes only,
media only and TC-1 cells only controls.

CTL assay
C57Bl1/6 mice were vaccinated as described with HPV-16
E7**77 peptide, spleens were harvested on day 10, and
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a single cell suspension of splenocytes was prepared.
CytoTox 96° Non-Radioactive Cytotoxicity Assay (Pro-
mega) was used to assess CTL activity. Effector to target
(E:T) cell ratios included 100:1, 50:1, 30:1, and 10:1 (# = 3).
Samples used in these experiments include: (i) CICs;
(ii) CICs + IFN-y treatment; (iii) non-CICs; and (iv)
non-CICs + IFN-y treatment. IFN-y treatment was
for 24-h with the addition of 500 units/mL recombin-
ant mouse IFN-y. IFN-y treatment increased MHC-I
expression on CICs to levels comparable to non-CICs
and non-CICs treated with IFN-y.

NK cell assay

Mouse CD49b" NK cells were purified from C57Bl/6
mice splenocytes using a Dynabeads® FlowComp™
Mouse CD49b kit (Invitrogen). Purity of NK cells was
assessed using a FITC hamster anti-rat CD49b (clone
Hal/29; BD) antibody and FITC Armenian hamster
IgG2* A3 (BD) was used as an isotype control. Purity
ranged from 92 to 97%. NK cell activity was assessed
using CytoTox 96° Non-Radioactive Cytotoxicity Assay
(Promega). E:T cell ratios used were 20:1, 10:1, 5:1 and
1:1 (n=4). Samples were as the CTL assay. Results
represent mean + standard deviation of representative
experiments. The same set of CICs and non-CICs were
used in this assay as were used in the CTL assay.

Animal experiments

The study protocol was reviewed and approved by the
University of Cincinnati Institutional Animal Care and
Use Committee (IACUC) in compliance with all applicable
Federal regulations governing protection of animals in re-
search. All efforts were made to minimize animal suffering.
For all animal studies humane endpoints were utilized to
prevent unalleviated pain according to IACUC guidelines
and following previously published guidelines [16]. Briefly,
tumor burden was measured with calipers and animals
were euthanized according to guidelines before tumor size
reached the maximum allowed. Regardless of tumor size
mice were euthanized if tumors displayed ulceration, if
there was distension of covering tissues, or if severe body
weight occurred (consistent or rapid weight loss of 15% or
greater). Mice were also euthanized if they displayed clin-
ical signs necessitating immediate intervention as per [16].
Euthanasia was performed according to guidelines for car-
bon dioxide and cervical dislocation euthanasia. No unex-
pected deaths occurred during this study.

Six to eight week-old female C57Bl/6 mice were obtained
from Jackson Laboratories. Mice were vaccinated with the
E7*™7 peptide as described earlier. Mice (n=12 per
group for the vaccinated and 8 per group for the control
unvaccinated) received two injections 7 days apart. Tumor
cells were implanted subcutaneously from matched CICs
or non-CIC cultures at 200,000 cells per mouse seven days
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after the last vaccination and the mice were followed for
tumor-free survival. For the limiting dilution analysis;
dilutions of TC-1 cells (120,000, 40,000, 10,000, or 5000)
from matched CICs, non-CICs, or CICs or non-CICs
treated with 500 units/mL IFN-y for 24 h were subcutane-
ously injected into the flanks of C57Bl/6 mice (n =4 for
120,000 cell group and 8 for the three remaining groups).
Mice were monitored 3 times per week for time-to-tumor
formation. Tumor-free survival up to day 66 was assessed.
Kaplan-Meier curves and log-rank survival analysis was
conducted to assess differences in tumor-free survival.

Assessment of tumor-infiltrating lymphocytes

TC-1 non-CIC (n = 4, average days after tumor injection,
16.3 + 5; average tumor size, 31.4 +5.8 mm?®) and CIC
(n=5, average days after tumor injection, 19.6+3.8;
average tumor size, 31.6 + 6.7 mm?®) derived tumors were
surgically resected from euthanized mice. Tumor size was
determined using the formula 0.5 x length x (width)>.
Single cell suspensions were prepared by crosshatching
tumors with scalpel blades, followed by enzymatic digestion
for one hour at 37 °C with collagenase/hyaluronidase
(STEMCELL Technologies Inc., Vancouver, Canada). Cells
were then passed through a 40 um cell strainer and washed
with PBS. Single cells were then selected for CD45.2
positivity using biotin conjugated anti-mouse CD45.2 (clone
104; eBioscience) and magnetic selection using the CELLec-
tion biotin binding kit (Invitrogen). Single cells were then
stained with FITC conjugated rat anti-mouse CD49b (clone
DX5; Invitrogen) with rat IgM « (eBioscience) was used as
an isotype control, with allophycocyanin (APC) conjugated
rat anti-mouse CD8a (clone 53-6.7; BD) with IgG2a, «
(eBioscience) used as an isotype control, and with PE conju-
gated anti-mouse CD3 (BD) with rat IgG2b, « (eBioscience)
used as an isotype control. Data was collected using BD
FACSCalibur flow cytometer (BD). Data was analyzed using
FlowJo Software (Tree Star, Inc.).

Statistical analysis

SigmaPlot 11.0 (Systat Software, Inc., Chicago, IL) was
used for statistical analysis. Unpaired two-tailed Student’s
t-test was used to compare groups, unless otherwise stated.
Log-rank survival analysis was conducted to assess differ-
ences in tumor-free survival in vivo. Extreme limiting dilu-
tion analysis used to assess CIC frequency in vivo as per
[17]. The level of significance was set at P = 0.05.

Results

Cancer-initiating cells are resistant to in vivo vaccine-
mediated antitumor effects

We examined whether CICs were resistant to immune-
mediated killing following vaccination against an immu-
nodominant antigen present on TC-1 tumor cells. To
test this, we used murine TC-1 cancer cells that express
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HPV-16 E6/E7 [18] cultured in tumorsphere conditions
to enrich for CICs or adherent culture conditions as
non-enriched (non-CIC) controls [11]. Prior to vaccin-
ation we examined E6/E7 mRNA expression by TC-1
CICs and non-CICs and determined that similar levels
of the target antigen were expressed (Additional file 1).

Mice vaccinated with HPV-16 E7**~*7 (RAHYNIVTF)
peptide [15] and challenged with TC-1 cancer cells not
enriched for CICs had significantly improved tumor-free
survival compared to the unvaccinated animals (P=0.
007) (Fig. 1a). In contrast, vaccinated mice challenged
with preparations enriched for CICs showed no im-
provement in survival compared to unvaccinated mice
(Fig. 1b), indicating that CICs may be intrinsically resist-
ant to vaccine-induced immune responses. Further,
when we examined the frequency of tumor infiltrating
lymphocytes in these animals we found significantly
fewer CD8" cells in the CIC-enriched tumors compared
to the non-enriched tumors, P =0.035, (Fig. 1c). In con-
trast no differences were seen in the overall frequency of
tumor-infiltrating NK cells between non-CIC and CIC-
derived tumors (data not shown).

Cancer-initiating cells are resistant to ex vivo CTL
responses

As further evidence of the innate immune resistance of
lung cancer derived CICs, we examined the lytic potential
of CICs following co-culture with activated antigen specific
cytotoxic lymphocytes in an ex-vivo CTL assay. In these
ex-vivo co-culture assays we showed that CTLs derived
from mice vaccinated with the HPV-16 E749-57 peptide
induced significantly lower levels of lysis of CICs compared
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to non-CICs at all effector to target cell (E:T) ratios
(Fig. 2a). In a separate, but similar, study we found
that CTLs co-cultured with CICs induced significantly
less IFN-y secretion than CTLs cultured with non-
CICs (Fig. 2b).

Lung cancer derived cancer-initiating cells express
reduced levels of MHC class |

Immune recognition of tumor antigens by CTLs is
largely mediated through major histocompatibility com-
plex class I (MHC-I) molecules on the surface of tumor
cells. MHC-I expression is also a negative regulator of
natural killer (NK) cells. CICs isolated from glioblast-
oma, melanoma, colon and oral cancers have been re-
ported to have reduced expression of MHC-I as a
method to escape immune recognition [19-26]. We ex-
amined whether TC-1 CICs had reduced surface expres-
sion of MHC-I. Compared to non-CICs, TC-1 derived
CICs showed decreased expression of MHC-I (P < 0.001,
n =8) (Fig. 3a). The frequency of CICs (30 +17%) ex-
pressing MHC-I was also significantly decreased com-
pared to non-CICs (65.3 + 20.6%; P =0.002, n =8). Next
we evaluated whether this was true for human lung cancer
derived CICs. We examined MHC-I (HLA-ABC) expres-
sion in a panel of human lung cancer cell lines that exhibit
sphere-forming capacity, long-term proliferation [14] and
a positive fold-expansion consistent with CICs that in-
cluded A549, Calu-6, H460, H1299, H520, and H522
(Table 1). CICs enriched from five of the six cell lines
demonstrated significant reductions in MHC-I expression
compared to non-CICs (Fig. 3b). Down-regulation of
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MHC-I on the surface of both murine and human lung
CICs may allow CICs to escape recognition by T-cells.

Increasing MHC-I on lung cancer derived cancer-initiating
cells to enhance T-cell targeting

In order for CICs to be targeted by T-cells, developing
strategies to increase the MHC-I expression by these cells
may be required. IFN-y has been shown to up-regulate
MHC-I expression on cancer cells [27], potentially increas-
ing antigen presentation to T-cells. We assessed expression
of MHC-I on TC-1 CICs and non-CICs following treat-
ment with 500 units/mL IFN-y for 24 h and found that

MHC-I was significantly up-regulated on CICs following
IEN-y exposure; P <0.008 (Fig. 4a). MHC-I expression on
the non-CIC population was also increased following IFN-
y exposure. The levels of MHC-I expression was similar
between CICs and non-CICs following treatment with
IFN-y on day 1 following passage, the time-point cells were
used for all assays (Additional file 2).

Increased MHC-I expression on CICs increases their lysis
by CTL

In order to determine whether the increase of MHC-I
on the surface of CICs would enhance effector cell
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recognition and function, we treated CICs with IFN-y
and assessed the activity of CTL derived from HPV-16
E7*77 (RAHYNIVTF) peptide vaccinated mice against
TC-1 CICs (Fig. 4b). We demonstrate that increasing ex-
pression of MHC-I by IFN-y leads to significantly greater
lysis of CICs compared to CICs without IFN-y treatment,
P <0.001. Lysis was also improved in non-CICs treated
with IFN-y compared to untreated non-CICs. Interest-
ingly, the level of CIC lysis by CTL remained significantly
lower than that seen with the non-CICs (P < 0.029), even
with increased MHC-I expression, indicating that CICs
may have other uncharacterized immune suppressive
characteristics in addition to their ability to down-regulate
MHC-I expression.

Given that increasing MHC-I expression is a negative
repressor for NK cell activity, we tested the effect of
increasing MHC-I on CICs on NK cell-mediated lysis
(Fig. 4c). We showed that TC-1 CICs treated with IFN-y
demonstrated diminished NK cell lysis compared to un-
treated CICs; P<0.001. Similarly, IFN-y treated non-
CICs with higher MHC-I expression exhibited lower NK

cell-mediated lysis than untreated non-CICs. The reduc-
tion in NK cell-mediated killing, following IFN-y treatment
and increased MHC-I expression, was not unexpected as
NK cell killing is largely dependent on the absence of
MHC-I expression on the surface of target cells. However,
the loss of NK cell-mediated killing of CICs may be a
drawback to increasing MHC-I expression on CICs.

Increased MHC-I expression on CICs improves tumor-free
survival in vivo

To assess whether exposure to IFN-y, subsequent MHC-
I up-regulation and potential loss of NK cell-mediated
killing would alter the tumorigenicity of CICs; we im-
planted IFN-y treated and untreated CICs and non-CICs
into immunocompetent mice and followed the mice for
tumor formation (Fig. 5a). In line with our previous
studies [11], mice injected with untreated CICs had sig-
nificantly shorter tumor-free survivals than those ani-
mals implanted with untreated non-CICs, P =0.027. In
contrast, animals transplanted with IFN-y treated CICs
expressing MHC-I had significantly longer survival than
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Fig. 5 CICs treated with IFN-y become less tumorigenic. Mice (n =4
for 120,000 group and n =8 for remaining groups) were subcutaneously
injected with 120,000, 40,000, 10,000, or 5000 cells from TC-1 non-CICs
(closed circles), CICs (open circles), non-CICs treated with IFN-y (closed
triangles), or CICs treated with IFN-y (open triangles). a Tumor-free
survival for the 10,000 cell group was assessed and by day 66 was found
to be significantly shorter for CICs (*P = 0.027). b Confidence interval plot
of an extreme limiting dilution analysis to assess CIC frequency per
number of cells is shown. Untreated CICs are more tumorigenic than
the other three groups (****P < 0.001, ***P =0.00135, **P = 0.00549)

the untreated CICs (low MHC-I expression), P =0.027.
There was no difference in tumor-free survival of animals
transplanted with non-CICs or IEN-y treated CICs. The
differences in CICs expressing MHC-I with the untreated
CICs with low expression of MHC-I suggests that the abil-
ity to escape host immune responses is a vital characteris-
tic of CICs. In this model, IFN-y itself did not affect cell
growth or cell viability (Additional file 2).

To confirm that CICs with higher MHC-I expression
have reduced cancer-initiating ability we performed an
extreme limiting dilution assay [17] in immunocompe-
tent animals. We show that IFN-y treated CICs, with
higher MHC-I levels, require significantly more cells to ini-
tiate a tumor in immunocompetent mice than untreated
CICs, with lower MHC-I levels (P < 0.001) (Fig. 5b). When
comparing the high MHC-I expressing [FN-y treated CICs
with non-CICs we found that there was no difference in
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their tumor-forming capacity. Similarly, there was no
difference in the tumor initiating capacity of IFN-y treated
non-CICs with that of the untreated non-CICs. Our re-
sults provide evidence for the importance of MHC-I in
the escape of CICs from host immune responses allowing
for the initiation tumors.

Discussion

Putative cancer stem cell-like cells, cells having pheno-
typic and functional properties similar to stem cells, have
been shown to form multicellular three-dimensional
spheres in vitro when grown in non-adherent and serum-
free culture conditions [11-13]. This sphere assay allows
for investigation of phenotypic properties associated with
cancer stem cell-like cells, and a mathematical interpret-
ation allowing for assessment of symmetric division ex-
pansion rate allows for a functional assessment of cancer
stem cell-like cells [14]. Further assessment of tumor-
initiating capacity in vivo allows for determination of
CICs. In many cases CICs and cancer stem cell-like cells
are terms that have been used to describe the same subset
of cells, but specifically CICs should demonstrate capacity
to establish tumors while cancer stem cell-like cells
demonstrate properties of stem cells. Unique features
of cancer stem cell-like cells and/or CICs can be po-
tentially exploited as specific targets for lung tumor
control [2, 10].

With the advent of new checkpoint inhibitor treat-
ments showing efficacy in lung cancer, understanding
the interaction of the immune system and cancer has be-
come increasingly important [28]. In this study, we ex-
amined the interplay of the immune system with CICs,
an important population of tumors cells responsible for
tumor initiation, maintenance, progression, and thera-
peutic resistance. We have previously demonstrated that
TC-1 murine lung cancer cells grown under tumor-
sphere culture conditions are enriched in cancer stem
cell-like functional and phenotypic qualities and that
CIC frequency is enhanced [11]. Using this murine
transplantable tumor cell line in immunocompetent
mice, herein we showed that tumors derived from inocu-
lums enriched for CICs were resistant to an acquired
tumor vaccine immune response. Vaccinated mice im-
planted with CICs showed no inhibition of tumor
growth and the CICs themselves were resistant to T-
cell-mediated lysis. The majority of CIC studies rely
upon immunocompromised xenograft models of cancer
initiation, which cannot adequately examine the inter-
play between the host immune system and tumor. We
previously reported the importance of examining tumor
initiation in immune competent hosts [11] as this better
models the situation in patients with cancer, where
tumor cells must interact with host immune cells to pre-
vent tumor recognition and elimination.



Morrison et al. BMC Cancer (2018) 18:469

The MHC-I complex on the surface of cells plays an
important role in antigen recognition by cytotoxic T-
cells. In this study, we demonstrated that putative lung
CICs of both human and murine origin exhibit reduced
levels of MHC-I compared to non-CICs. The cancer-
initiating capacity of the human CICs, grown as spheres,
compared to the non-CICs, grown as adherent cells, in-
vestigated in this study remain to be further elucidated.
However, the human CICs demonstrate characteristics
in line with putative cancer stem cell-like cells, and simi-
lar to the TC-1 cells demonstrated reduction in MHC-I
expression for five out of six cell lines. Our results were in
line with other studies that have demonstrated that CICs
isolated from other tumor types including glioblastoma,
melanoma, colon and oral cancers of human origin also
exhibit reduced expression of MHC-I [19-26]. The reduc-
tion of MHC-I by the CICs may therefore be a common
strategy used by CICs to escape immune recognition.

In order to show the importance of MHC-I in immune
evasion we treated CICs with IFN-y to increase MHC-I
expression. In our lung cancer cell line, IFN-y increased
MHC-I expression without altering CIC growth or sur-
vival. The increase in MHC-I expression on the lung can-
cer cells was; however, able to partially sensitize the CICs
to T-cell-mediated recognition and lysis. Di Tomaso et al.
demonstrated that tumor stem cells from glioblastoma pa-
tients cultured as spheres in the presence of IFN-y also
displayed increased MHC-I expression [21]. Similarly, in
head and neck cancer, Liao et al. showed that MHC-I can
be increased with IEN-y in CICs leading to improvements
in T-cell recognition and lysis [29].

Interestingly, despite a lack of complete sensitization
of CICs to T-cell killing, CICs treated with IFN-y to in-
crease MHC-I expression, prior to animal implantation,
resulted in a significant improvement in tumor-free sur-
vival in mice. This result was mirrored in the limited di-
lution study in immune competent mice where we
showed that significantly more IFN-y treated cells are
required for tumor initiation, indicating the importance
of MHC-I down-regulation in the tumor initiating
process in vivo. Future studies will be needed to investi-
gate the expression of MHC-I, Ki-67, Caspase-3, NK cell
markers, and activated T-cell markers in tumor tissue
comparing CICs to non-CICs and the effect of IFN-y on
cancer markers and immune cell infiltration of tumors.

In this study, we also showed that the addition of IFN-y
resulted in an inverse killing relationship by NK cells.
Here, increasing MHC-I expression on the surface of the
lung CICs resulted in decreased killing of CICs by NK
cells. While this is in line with the known inhibitory ef-
fects of MHC-I on NK cells, it is contradictory to the re-
sults published by Wu et al, who reported that the
treatment of glioma CICs with IFN-y, while increasing
MHC-], also increased NK cell-mediated lysis [26]. Future
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studies will be needed to specifically assess the role of T
cells and NK cells for controlling CIC in vivo, in particular
in regards to how MHC-I expression may influence the
balance of CTL vs. NK cell killing. However, the increased
susceptibility of lung derived CICs to NK cell lysis, seen in
our study, may provide a rationale for NK cell based ther-
apies to target residual MHC-I low expressing CICs fol-
lowing treatment to debulk the tumor. Interleukin-15 or
IL-2-activated NK cells may be a more efficient means of
targeting clinically relevant CICs, ultimately leading to im-
proved treatment for patients.

Conclusions

Our study demonstrates the importance of decreased
MHC-I expression by lung CICs as a method to subvert
the immune system and enhance tumorigenicity. Down-
regulation of MHC-I expression results in reduced CTL
killing, but may lead to CICs being targeted by NK cells.
Assessing ways to enhance either MHC-I expression by
tumor cells or to enhance NK cell killing of MHC-I defi-
cient/low expressing cells may allow for better immuno-
logical targeting of lung CICs.

Additional files

Additional file 1: Expression of HPV-16 E6/E7 for TC-1 CICs and non-CICs.
Real-time gPCR quantitation of matched non-CICs and CICs for E6 (A) and E7
(B) expression. Relative fold-increase compared to non-CICs and normalized
for expression of B-actin. No significant difference in expression was found.
Error bars are standard deviation. NS = Not significant. (TIF 112 kb)

Additional file 2: Fold-expansion and viability in vitro is not affected

by treatment with IFN-y. (A) Relative change in fold-expansion, and (B)
viability of TC-1 non-CICs and CICs treated with IFN-y was calculated
compared to expression of untreated matched cells at each time point.
Cells were exposed to 500 units/mL IFN-y for 24 h. Cells were then
washed and day 1 fold-expansion was calculated. CICs were re-plated in
fresh media and assessed at day 4 and day 6 for MHC-I expression by (C)
frequency positive and (D) change in mean fluorescent intensity (A-MFI).
Non-CICs were cultured in a similar manner, but passaged again at day 4
when they reached confluence. No differences were seen for relative
change in fold-expansion or viability following treatment with IFN-y
compared to no treatment. MHC-| positivity and A-MFI decreased over
time for CICs treated with IFN-y. At each time point CICs treated with
IFN-y expressed more MHC-I than the untreated CICs. Non-CICs treated
with IFN-y expressed more MHC-| than untreated non-CICs at day 1 and
day 4, but were not significantly different at day 6. A-MFI and positivity for
MHC-I decreased over time for non-CICs treated with [FN-y. ***P < 0001,
**P=0.004, *P=0.011. Error bars are standard deviation. NS = Not significant.
(TIF 421 kb)

Abbreviations

CICs: Cancer-initiating cells; CTLs: Cytotoxic T lymphocytes; ET: Effector to
target cell; FITC: Fluorescein isothiocyanate; HPV: Human papillomavirus; IFN-
y: Interferon-gamma; MHC-I: Major histocompatibility class I; NK: Natural killer

Funding

BJM was awarded a NIH T32 Ruth L. Kirschstein National Research Service
Award to conduct this research (2T32CA117846-06A1). JCS acknowledges
funding from The Cyril Gilbert Testimonial Fund and the Gallipoli Medical
Research Foundation. JCM acknowledges funding from Lcs Foundation. The
funders had no role in study design, data collection and analysis, decision to
publish, or preparation of the manuscript.


https://doi.org/10.1186/s12885-018-4389-3
https://doi.org/10.1186/s12885-018-4389-3

Morrison et al. BMC Cancer (2018) 18:469

Availability of data and materials
The datasets generated and analyzed during the current study are available
from the corresponding author on reasonable request.

Authors’ contributions

BJM, JCS, and JCM conceived and designed the experiments. BJM performed
the experiments. BJM, JCS, and JCM analyzed the data. BJM and JCS wrote the
first draft of the manuscript. All authors read and approved the final manuscript.

Ethics approval

The study protocol was reviewed and approved by the University of
Cincinnati Institutional Animal Care and Use Committee (IACUC) in compliance
with all applicable Federal regulations governing protection of animals in
research. All efforts were made to minimize animal suffering. For all animal
studies humane endpoints were utilized to prevent unalleviated pain.

Competing interests

The authors declare they have no competing interests. BJM is a military
service member. The work of this individual was prepared as part of official
government duties. Title 17 US.C. §105 provides that Copyright protection
under this title is not available for any work of the United States Government.
Title 17 US.C. §101 defines a US. Government work as a work prepared by a
military service member or employee of the U.S. Government as part of that
person’s official duties. The views expressed in this article are those of the
author and do not necessarily reflect the official policy or position of the
Department of the Navy, Department of Defense, nor the U.S. Government.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details

"Viral and Rickettsial Diseases Department, Infectious Diseases Directorate,
Naval Medical Research Center, Silver Spring, Maryland 20910, USA. “Faculty
of Medicine, The University of Queensland, Brisbane, Queensland, Australia.
3Gallipoli Medical Research Institute, Greenslopes Private Hospital, Brisbane,
Queensland, Australia. “Division of Hematology-Oncology, University of
Cincinnati Cancer Institute, University of Cincinnati, Cincinnati, Ohio 45267,
USA.

Received: 5 October 2017 Accepted: 17 April 2018
Published online: 26 April 2018

References

1. MaS, Chan KW, Hu L, Lee TK, Wo JY, Ng IO, et al. Identification and
characterization of tumorigenic liver cancer stem/progenitor cells.
Gastroenterology. 2007;132(7):2542-56.

2. Morrison BJ, Morris JC, Steel JC. Lung cancer-initiating cells: a novel target
for cancer therapy. Target Oncol. 2013;8(3):159-72.

3. Alison MR, Lin WR, Lim SM, Nicholson LJ. Cancer stem cells: in the line of
fire. Cancer Treat Rev. 2012;38(6):589-98.

4. Bao S, Wu Q, McLendon RE, Hao Y, Shi Q, Hjelmeland AB, et al. Glioma stem
cells promote radioresistance by preferential activation of the DNA damage
response. Nature. 2006;444(7120):756-60.

5. Diehn M, Cho RW, Lobo NA, Kalisky T, Dorie MJ, Kulp AN, et al. Association
of reactive oxygen species levels and radioresistance in cancer stem cells.
Nature. 2009;458(7239):780-3.

6. ChenJ, LiY, YuTS, McKay RM, Burns DK, Kernie SG, et al. A restricted cell
population propagates glioblastoma growth after chemotherapy. Nature.
2012;488(7412):522-6.

7. Nakanishi Y, Seno H, Fukuoka A, Ueo T, Yamaga Y, Maruno T, et al. Dclk1
distinguishes between tumor and normal stem cells in the intestine. Nat
Genet. 2013;45(1):98-103.

8. Brown CE, Starr R, Martinez C, Aguilar B, D'Apuzzo M, Todorov |, et al.
Recognition and killing of brain tumor stem-like initiating cells by CD8+
cytolytic T cells. Cancer Res. 2009;69(23):8886-93.

9. Dhodapkar MV, Dhodapkar KM. Vaccines targeting cancer stem cells: are
they within reach? Cancer J. 2011;17(5):397-402.

10.  Morrison BJ, Steel JC, Morris JC. Immunotherapy in lung cancer: the potential
of cancer stem cells in future therapies. Future Oncol. 2013;,9(5):623-5.

20.

21.

22.

23.

24.

25.

26.

28.

29.

Page 10 of 10

Morrison BJ, Steel JC, Morris JC. Sphere culture of murine lung cancer cell
lines are enriched with cancer initiating cells. PLoS One. 2012;7(11):e49752.
Morrison BJ, Hastie ML, Grewal YS, Bruce ZC, Schmidt C, Reynolds BA, et al.
Proteomic comparison of mcf-7 tumoursphere and monolayer cultures.
PLoS One. 2012;7(12):€52692.

Smart CE, Morrison BJ, Saunus JM, Vargas AC, Keith P, Reid L, et al. In vitro
analysis of breast cancer cell line tumourspheres and primary human breast
epithelia mammospheres demonstrates inter- and intrasphere
heterogeneity. PLoS One. 2013,8(6):¢64388.

Deleyrolle LP, Ericksson G, Morrison BJ, Lopez JA, Burrage K, Burrage P, et al.
Determination of somatic and cancer stem cell self-renewing symmetric
division rate using sphere assays. PLoS One. 2011;6(1):e15844.

Zwaveling S, Ferreira Mota SC, Nouta J, Johnson M, Lipford GB, Offringa R,
et al. Established human papillomavirus type 16-expressing tumors are
effectively eradicated following vaccination with long peptides. J Immunol.
2002;169(1):350-8.

Workman P, Aboagye EO, Balkwill F, Balmain A, Bruder G, Chaplin DJ, et al.
Guidelines for the welfare and use of animals in cancer research. Br J
Cancer. 2010;102(11):1555-77.

Hu Y, Smyth GK. ELDA: extreme limiting dilution analysis for comparing
depleted and enriched populations in stem cell and other assays. J
Immunol Methods. 2009;347(1-2):70-8.

JiH, Chang EY, Lin KY, Kurman RJ, Pardoll DM, Wu TC. Antigen-specific
immunotherapy for murine lung metastatic tumors expressing human
papillomavirus type 16 E7 oncoprotein. Int J Cancer. 1998;78(1):41-5.

Avril T, Vauleon E, Hamlat A, Saikali S, Etcheverry A, Delmas C, et al. Human
glioblastoma stem-like cells are more sensitive to allogeneic NK and T cell-
mediated killing compared with serum-cultured glioblastoma cells. Brain
Pathol. 2012;22(2):159-74.

Castriconi R, Daga A, Dondero A, Zona G, Poliani PL, Melotti A, et al. NK
cells recognize and kill human glioblastoma cells with stem cell-like
properties. J Immunol. 2009;182(6):3530-9.

Di Tomaso T, Mazzoleni S, Wang E, Sovena G, Clavenna D, Franzin A, et al.
Immunobiological characterization of cancer stem cells isolated from
glioblastoma patients. Clin Cancer Res. 2010;16(3):800-13.

Jewett A, Tseng HC, Arasteh A, Saadat S, Christensen RE, Cacalano NA.
Natural killer cells preferentially target cancer stem cells; role of monocytes
in protection against NK cell mediated lysis of cancer stem cells. Curr Drug
Deliv. 2012;,9(1):5-16.

Pietra G, Manzini C, Vitale M, Balsamo M, Ognio E, Boitano M, et al. Natural
killer cells kill human melanoma cells with characteristics of cancer stem
cells. Int Immunol. 2009:21(7):793-801.

Tallerico R, Todaro M, Di Franco S, Maccalli C, Garofalo C, Sottile R, et al.
Human NK cells selective targeting of colon cancer-initiating cells: a role for
natural cytotoxicity receptors and MHC class | molecules. J Immunol. 2013;
190(5):2381-90.

Tseng HC, Arasteh A, Paranjpe A, Teruel A, Yang W, Behel A, et al. Increased
lysis of stem cells but not their differentiated cells by natural killer cells;
de-differentiation or reprogramming activates NK cells. PLoS One.
2010;5(7):e11590.

Wu A, Wiesner S, Xiao J, Ericson K, Chen W, Hall WA, et al. Expression of
MHC I 'and NK ligands on human CD133+ glioma cells: possible targets of
immunotherapy. J Neuro-Oncol. 2007;83(2):121-31.

Ljunggren G, Anderson DJ. Cytokine induced modulation of MHC class |
and class Il molecules on human cervical epithelial cells. J Reprod Immunol.
1998;38(2):123-38.

Schvartsman G, Ferrarotto R, Massarelli E. Checkpoint inhibitors in lung
cancer: latest developments and clinical potential. Ther Adv Med Oncol.
2016,8(6):460-73.

Liao T, Kaufmann AM, Qian X, Sangvatanakul V, Chen C, Kube T, et al.
Susceptibility to cytotoxic T cell lysis of cancer stem cells derived from
cervical and head and neck tumor cell lines. J Cancer Res Clin Oncol. 2013;
139(1):159-70.



	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Cell lines
	Real-time reverse transcription-polymerase chain reaction for expression of “stemness” genes
	Real-time reverse transcription-polymerase chain reaction for HPV-16 E6/E7 gene expression
	Flow cytometry for MHC-I
	IFN-γ production by splenocytes on co-culture with CICs and non-CICs
	CTL assay
	NK cell assay
	Animal experiments
	Assessment of tumor-infiltrating lymphocytes
	Statistical analysis

	Results
	Cancer-initiating cells are resistant to in vivo vaccine-mediated antitumor effects
	Cancer-initiating cells are resistant to ex vivo CTL responses
	Lung cancer derived cancer-initiating cells express reduced levels of MHC class I
	Increasing MHC-I on lung cancer derived cancer-initiating cells to enhance T-cell targeting
	Increased MHC-I expression on CICs increases their lysis by CTL
	Increased MHC-I expression on CICs improves tumor-free survival in vivo

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval
	Competing interests
	Publisher’s Note
	Author details
	References

