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α-PD-1 therapy elevates Treg/Th balance
and increases tumor cell pSmad3 that are
both targeted by α-TGFβ antibody to
promote durable rejection and immunity in
squamous cell carcinomas
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Abstract

Background: Checkpoint blockade immunotherapy has improved metastatic cancer patient survival, but response
rates remain low. There is an unmet need to identify mechanisms and tools to circumvent resistance. In human
patients, responses to checkpoint blockade therapy correlate with tumor mutation load, and intrinsic resistance
associates with pre-treatment signatures of epithelial mesenchymal transition (EMT), immunosuppression, macrophage
chemotaxis and TGFβ signaling.

Methods: To facilitate studies on mechanisms of squamous cell carcinoma (SCC) evasion of checkpoint blockade
immunotherapy, we sought to develop a novel panel of murine syngeneic SCC lines reflecting the heterogeneity of
human cancer and its responses to immunotherapy. We characterized six Kras-driven cutaneous SCC lines with a range
of mutation loads. Following implantation into syngeneic FVB mice, we examined multiple tumor responses to α-PD-1,
α-TGFβ or combinatorial therapy, including tumor growth rate and regression, tumor immune cell composition,
acquired tumor immunity, and the role of cytotoxic T cells and Tregs in immunotherapy responses.

Results: We show that α-PD-1 therapy is ineffective in establishing complete regression (CR) of tumors in all six SCC
lines, but causes partial tumor growth inhibition of two lines with the highest mutations loads, CCK168 and CCK169. α-
TGFβ monotherapy results in 20% CR and 10% CR of established CCK168 and CCK169 tumors respectively, together
with acquisition of long-term anti-tumor immunity. α-PD-1 synergizes with α-TGFβ, increasing CR rates to 60%
(CCK168) and 20% (CCK169). α-PD-1 therapy enhances CD4 + Treg/CD4 + Th ratios and increases tumor cell pSmad3
expression in CCK168 SCCs, whereas α-TGFβ antibody administration attenuates these effects. We show that α-TGFβ
acts in part through suppressing immunosuppressive Tregs induced by α-PD-1, that limit the anti-tumor activity of
α-PD-1 monotherapy. Additionally, in vitro and in vivo, α-TGFβ acts directly on the tumor cell to attenuate EMT, to
activate a program of gene expression that stimulates immuno-surveillance, including up regulation of genes encoding
the tumor cell antigen presentation machinery.
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Conclusions: We show that α-PD-1 not only initiates a tumor rejection program, but can induce a competing TGFβ-
driven immuno-suppressive program. We identify new opportunities for α-PD-1/α-TGFβ combinatorial treatment of
SCCs especially those with a high mutation load, high CD4+ T cell content and pSmad3 signaling. Our data form the
basis for clinical trial of α-TGFβ/α-PD-1 combination therapy (NCT02947165).

Keywords: Checkpoint blockade, Squamous cell carcinoma, Tumor mutation load, α-TGFβ /α-PD-1 combinatorial
immunotherapy, Tregs, pSmad signaling, Epithelial mesenchymal transition (EMT)

Background
Antibody-based therapies targeting T cell checkpoint re-
ceptors, CTLA-4 and PD-1, have ushered in a revitalized
era of cancer immunotherapy (IMT). α-PD-1 mediated
immune checkpoint blockade is now first line therapy
for melanoma and PD-L1+ lung cancer, and second line
therapy for squamous cell carcinoma of the head and
neck (SCC-HN), and other tumor types [1, 2]. However,
response rates vary across tumor types, and even within
the most responsive cancer, namely melanoma, durable
responses occur in only a minority of patients and 25%
of responding patients eventually relapse [1, 2]. Import-
antly, α-PD-1 therapy can paradoxically accelerate tumor
growth in certain patients by mechanisms that are pres-
ently unclear [3–5]. Many efforts are therefore underway
to increase α-PD-1 response rates, identify mechanisms
of intrinsic and acquired α-PD-1 drug resistance, predict
potential responders or super-progressors prior to treat-
ment, and investigate new combinatorial drug regimens.
A major correlate of clinical response to immune

checkpoint blockade is the quantitative load of somatic
non-synonymous single nucleotide mutations (NS-SNMs)
[6]. We therefore utilized a mouse model of chemically-in-
duced cutaneous squamous cell carcinomas (cSCC) which
have a range of somatic mutations that mimic the
NS-SNM mutation burden of environmentally-induced hu-
man cancers [7]. In this cSCC model, endogenous Hras or
Kras oncogenic drivers are chemically-activated by local
7,12-dimethylbenz (a) anthracene (DMBA) treatment that
induces transversion mutations resulting primarily in
KrasG13R or HrasQ61L somatic mutations [7]. Subsequent
tumor outgrowth depends on repeated exposure to the
inflammation-inducing phorbol ester, 12–0-tetradecanoyl--
phorbol-13 acetate, thus mimicking the important role of
chronic inflammation in development of many human can-
cers. This two-step chemical carcinogenesis model has been
thoroughly characterized with respect to dominant driving
genetic events, evolution of the mutational landscape as
carcinomas progress from initiation through benign and
malignant stages, and in vivo epithelial-to-mesenchymal
transition (EMT) and metastasis [7–9]. The biphasic activ-
ities of TGFβ during tumor progression and synergy be-
tween Ras and TGFβ have also been intensively studied
using this model [8, 10–12].

In humans, intrinsic resistance of melanoma to
α-PD-1 therapy has been associated with a transcrip-
tomic signature enriched for markers of EMT, immune
suppression and macrophage chemotaxis [13], all of
which can be driven by TGFβ signaling [11, 12, 14, 15].
Moreover, recent genomic and transcriptomic analysis of
a large panel of human urothelial carcinomas showed a
positive association between tumor mutation load
(TML) and clinical response to the checkpoint inhibitor,
atezolizumab, an antibody that blocks a ligand for the
PD-1 receptor, PDL-1, [16]. This study also demon-
strated that in the subset of bladder carcinomas that are
“immune-excluded”, the strongest pre-treatment transcrip-
tomic signature that associates with failure to respond to
subsequent atezolizumab therapy is enrichment for a fibro-
blastic signature with high expression of TGFβ signaling
genes particularly TGFB1 and TGFBR2 [16]. This, and an-
other study of colon carcinomas [17], concluded that TGFβ
signaling within cancer-associated fibroblasts (CAFs) forms
a barrier to intra-tumoral penetration of immune cells that
can be alleviated by blockade of TGFβ signaling, resulting
in synergy between α-PDL-1 and α-TGFβ therapy. Add-
itional studies have reported additive, synergistic or redun-
dant anti-tumor interactions between TGFβ signaling and
PD-1/PD-L1 blockade in different model systems in vitro
and in vivo [18–22].
Herein, we generated a number of cutaneous SCC tumor

lines derived from chemically-induced primary carcinomas
and from the low mutation load genetically-engineered
mouse model (GEMM), Lgr5-Cre-ERT2 x KrasG12D-LSL
[23]. In agreement with observations on human cancers
[6, 16, 24], we found that the SCC lines with highest
TMLs are the most responsive to α-PD-1, but even in
these high TML SCCs, α-PD-1 therapy rarely achieves
complete regression (CR). We find that in high TML
SCCs, α-PD-1 therapy further elevates tumor cell
pSmad3 signaling and increases the fraction of CD4+ T
cells that are immunosuppressive Tregs (Foxp3 + CD25+),
thus restraining the anti-tumor immune response to this
checkpoint inhibitor, but a combination of α-TGFβ with
α-PD-1 synergistically enhances anti-tumor responses. We
show that drug synergy is driven by induction, not only of
T effector cell activation by α-PD-1, but of a competing
TGFβ-driven immunosuppressive program that acts to
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induce tumor cell EMT and polarization of CD4+ T cells
to blunt the response to α-PD-1 therapy.

Methods
Detailed methods and statistical tests can be found in
Additional file 1: Supplementary Methods.

Results
α-PD-1 monotherapy elevates immunosuppressive Tregs
in chemically induced squamous carcinomas
We first generated a panel of highly aggressive Kras-dri-
ven cSCC, four derived from DMBA-initiated KrasG13R

mutant tumors and two derived from tumors of the
GEMM, Lgr5-Cre-ERT2 x KrasG12D-LSL [23], all on the
FVB/NJ strain background. Whole exome sequencing
(WES) revealed that the chemically induced tumor lines
represent a range of mutation loads, from ~ 50 to 300
NS-SNMs per exome (Fig. 1a, Additional file 2: Table S1),
similar to that of human cancer [6, 25], but the two
GEMM-derived tumor lines that are driven by a transgenic

KrasG12D oncogene had less than 40 NS-SNMs per exome
(Fig. 1a, Additional file 2: Table S1).
In most other syngeneic mouse models, α-PD-1 as

monotherapy has no effect on primary tumor out-
growth [26, 27]. Consistent with this, when adminis-
tered intra-peritoneally (ip) to mice with established
tumors (Fig. 1b), most of the SCC lines show little or
no tumor growth response to α-PD-1, including the
two GEMMs and three of the chemically-induced
cSCCs, CCK62, CCK166 and CCK169 (Fig. 1 c-e, and
Additional file 3: Figure S1). In contrast, CCK168,
which has the highest TML, shows a significant delay
in tumor outgrowth in response to α-PD-1 monother-
apy (Figs. 1f ), This finding is compatible with data from
human clinical trials that show a positive relationship
between TML and response to checkpoint blockade in-
hibitors [6, 16, 24].
We next investigated changes in intra-tumoral im-

mune cell subsets in CCK168 tumors, seven to eight
days after initial α-PD-1 treatment, at a time when

a b

c d e f

Fig. 1 α-PD-1 effects on tumor-growth of chemically-induced and GEMM-derived SCCs. a Total NS-SNV loads of Kras-driven SCCs, determined by
WES analysis. The panel includes four chemically-induced (CCK) and two GEMM-derived (GEK) SCCs, b Scheme for syngeneic tumor generation
and drug therapy: After implantation of 1.5 × 104 tumor cells by unilateral dorsolateral subcutaneous injection, tumors grew for 14 days until they
reached ≥5 mm diameter. Mice were then treated with control IgGs or α-PD-1 drugs injected intraperitoneally (ip) into the contralateral side, with
three drug administrations, each four days apart (considered days 0, 4 and 8). c-f) Tumor growth of the indicated tumor lines with or without α-
PD-1 therapy was measured at least every other day from the time of first drug administration. Red arrows indicate timing of drug administration
(see Additional file 3: Figure S1 for GEK1428, and CCK62 growth curves), c-e) mean tumor growth of 7–10 mice per arm. ** = p < 0.01 (Fisher’s
Exact test)
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responsive tumors begin to diminish in size (see Fig. 1f ).
Immunohistochemical (IHC) analysis suggested only a
slight increase in CD45+, CD3+, and CD8+ T cell infil-
tration into CCK168 tumors after α-PD-1 monotherapy,
and the majority of infiltrating immune cells did not
fully penetrate the tumor core but were located within
the outer cortex of the tumor parenchyma (Fig. 2a).
Using multicolor flow cytometry, we found that around
50% of CD45+ tumor infiltrating leukocytes were Cd11b+
myeloid cells (Fig. 2b), and CD4+ T cells were the most
common T lymphocyte cell type in IgG-treated CCK168
control carcinomas. Total CD4+ T cells constitute 20%
of tumor infiltrating CD45+ leukocytes (Fig. 2c), whereas
CD8+ cytotoxic T cells contribute only 5% of the
leukocyte population (Fig. 2d). α-PD-1 therapy caused a
significant decrease in MHCII+ myeloid cell numbers
(Fig. 2b), driven by a reduction in the major myeloid
population of Ly6Clo tumor associated macrophages
(TAMs), that are considered immuno-suppressive [28].
As determined by flow cytometry, α-PD-1 monother-

apy did not significantly affect tumor infiltration of total
CD4+ (Fig. 2c) or CD8+ T cells (Fig. 2d) but, unexpect-
edly, it consistently and significantly skewed the balance
between CD4 + CD25 + Foxp3+ Tregs and CD4 + Foxp3-
Th cells (Fig. 2 e-g). Bearing in mind the prominence of
CD4+ T cells within the lymphocyte population of
CCK168 tumors, we considered that the enhanced CD4
+ Treg to CD4 + Teff (effector) ratio (Fig. 2g), and the
presumed change in cytokine profile from inflammatory
to immunosuppressive T cells, might contribute in part
to reduced penetration of cytotoxic CD8+ T cells into
the tumor core.

α-TGFβ monotherapy initiates durable CR of SCCs and
synergizes with α-PD-1 therapy
iTreg differentiation is driven by the master transcrip-
tion factor, Foxp3, which is transcriptionally activated by
TGFβ effectors, pSmad3 and Smad4 [29], we thus postu-
lated that suppression of Treg activation through block-
ade of TGFβ ligands might enhance α-PD-1 tumor
responses. Moreover, several recent studies gave cre-
dence to the possibility of synergy between TGFβ inhib-
ition and blockade of the PD-1/PDL-1 axis [16–19]. We
therefore utilized a pan-TGF-β neutralizing antibody,
XPA-42-068 [30] that blocks all three activated TGFβ li-
gands, to test for drug synergy in the various SCC lines.
We tested each of the six Kras-driven tumor lines for re-
sponses to the combination of α-PD-1 and α-TGFβ anti-
bodies (Fig. 3a). Both CCK168 and CCK169, each with
NS-SNM loads greater than 200 (Fig. 1a), showed highly
heterogeneous tumor responses following administration
of both drugs, with cases of progressive disease as well
as partial or complete tumor responses (Fig. 3 a-d). The
other SCC lines, all of which have NS-SNM loads less

than 100 (Fig. 1a), lacked responses to the drug combin-
ation (Fig. 3a). Surprisingly, the α-TGFβ antibody given
as monotherapy showed significantly better anti-tumor
efficacy than α-PD-1 monotherapy for CCK168 tumors
(Fig. 3 b, c), with more than 20% of established CCK168
tumors showing durable CR after α-TGFβ monotherapy
(Fig. 3c). A similar trend was observed in the CCK169
model (Fig. 3d). Importantly, α-TGFβ synergizes with
α-PD-1 resulting in 60% overall long-term survival in
the CCK168 model and 20% CR for CCK169 (Figs. 3
b-d, Additional file 3: Figure S2).
To test the requirement for adaptive immune responses

in eliciting SCC tumor regression, we depleted cytotoxic
CD8+ T cells using an α-CD8a antibody that induces
antibody-dependent cellular cytotoxicity (ADCC). We
found that the effect of combinatorial therapy on CCK168
tumors was completely abolished (Fig. 3e). Moreover, con-
sistent with ongoing immune surveillance, CCK168 tumor
growth accelerated after CD8+ T cell depletion, regardless
of the presence of immunotherapy drugs (Fig. 3e). It is
possible that some of the effects of the α-CD8a antibody
may be mediated by depletion of CD8+ DCs that play a
unique role in cross-presentation of tumor antigens on
MHC class I [31]. Regardless, the data support the conclu-
sion that α-TGFβ-induced tumor regression is predomin-
antly mediated through adaptive immunity.
Finally, we compared the efficacy of the α-pan-TGFβ

antibody with that of a clinical lead, currently in phase
Ib trial in combination with α-PD-1. This antibody, XPA-
42-089, that blocks TGFβ1 and TGFβ2, but cannot bind
and block TGFβ3, was as efficacious as XPA-42-068 as
monotherapy or when combined with α-PD-1 (Fig. 3f).
TGFβ3 therefore does not appear to play a major immuno-
suppressive role in the CCK168 SCC model.

α-TGFβ drives long-term tumor immunity against
KrasG13R driven SCCs
Since CD8+ cytotoxic T cells drive tumor rejection, we
investigated long-term immunity to tumor re-challenge.
Indeed, parental CCK168 cells failed to grow when im-
planted into “CCK168-cured” mice (n > 24) despite ro-
bust growth when implanted into tumor-naïve mice
(n = 3–5 tumor-naïve mice per test Fig. S3), suggesting
activation of immune memory to CCK168 by TGFβ
blockade. This immune memory of CCK168-cured mice
persists even 18 months beyond the last drug dose. Intri-
guingly, CCK169 or CCK166 cells, when implanted into
“CCK168-cured” mice, also failed to grow despite robust
growth in tumor-naïve mice (Fig. S3). This was despite
the latter tumor line showing complete resistance to de
novo α-TGFβ/α-PD-1 combination therapy (Fig. 3a).
WES analysis revealed that the chemically-induced
KrasG13R mutation was the only potential neoantigen
shared between CCK166, CCK168 and CCK169
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(Additional file 4: Table S2), raising the possibility that,
in this model, KrasG13R is a dominant neoantigen driving
immune rejection. Notably, in human cancer, mutation of
KRAS-G12D has been shown to generate a neoantigen
that elicits CD8+ cytotoxic T cell responses [32].

Supporting the concept that KrasG13R encodes a domin-
ant neoepitope in the CCK168 model, a chemically-induced
HrasQ61L-driven SCC, CCH85 (214 NS-SNMs), grew
equally well when implanted into either tumor-naive or
“CCK168-cured” mice (Fig. S3). Moreover, three of six

a

b c d

e f g

Fig. 2 Alteration in tumor infiltrating leukocyte profiles in response to α-PD-1 therapy. Tumors, generated according to the scheme in Fig. 1b,
were harvested 7 days after the first drug treatment and analyzed by (a) immunohistochemistry or (b-g) 11-color flow cytometry. a Immunohistochemical
staining shows CD3+ total T cells, CD8a + cytotoxic T cells and CD45+ immune cells in the non-responsive tumor line, CCK62, and in the responsive tumor
line, CCK168. b-g Flow cytometric analysis of CCK168 immune cell subsets in response to α-PD-1 therapy: b CD11b +Gr1-Ly6C-Ly6Clo myeloid cells, c total
CD4+ T cells, d cytotoxic CD8+ T cells, e CD4+ CD25 + Foxp3+ Treg cells, f CD4 + Foxp3-CD25- Th cells, g ratio of CD4+ Th/Treg cells. Cell numbers
shown are relative to 100, 000 CD45+ immune cells. Representative data of ≥ three biological replicates. Scale bars in (a) represents 50 μM in upper panels
and 200 μM in lower panel. * = p < 0.05; ** = p < 0.01; *** = p < 0.001: Mann Whitney U test
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“CCK168-cured” mice supported robust tumor growth of
implanted KrasG12D-driven GEK1425 or GEK1428 tumor
cells, further supporting a requirement for the KrasG13R

neoepitope in driving tumor rejection. However, three other
“CCK168-cured” mice rejected outgrowth of GEK1425 or
GEK1428 tumor cells indicating that additional minor

a

b

e f

c d

Fig. 3 α-TGFβ and α-PD-1 synergize in eliciting tumor rejection in a CD8a + cell-dependent manner. a Growth curves of each of the six SCC lines,
as indicated, after treatment with control IgG or α-TGFβ/α-PD-1 combination therapy on days 0, 4 and 8 (n = 8–10 mice per arm). Tumors were
measured every other day after tumor implantation and therapy (see Fig. 1b). Summary of tumor responses for CCK168 (b) and CCK169 (d), and
overall survival for CCK168 (c) following treatment on days 0, 4 and 8 with control IgG, α-PD-1, α-TGFβ or combination therapy. In (b) and (d),
individual tumors were classified as complete responders (CR), partial responders (PR), or progressive disease (PD), according to their growth
characteristics (CR, tumor eradicated with no regrowth; PR, tumor shrinkage ≥30%; PD, no effect of drugs compared to control IgG). For each
drug arm, the percentages of total tumors within each response group are shown. n = 10 mice per arm per experiment, n = 3 independent
experiments. c Kaplan Meier survival plot for mice bearing CCK168 tumors, after treatment on days 0, 4 and 8 with the indicated drugs. 2000
mm3 tumor size was used as the cut off for survival. e Average CCK168 tumor growth curves following treatment with α-PD-1/α-TGFβ
combination therapy versus isotype control IgGs in mice with or without CD8+ T cell depletion. Animals were treated as in Fig. 1b, except that
24 h prior to the first therapeutic drug dose, mice received ip injection of CD8a + cell-depleting antibody or isotype matched control IgG. f)
CCK168 tumor-bearing mice were administered one of six IgG combinations, either human α-pan-TGFβ IgG2 (XPA.42.068), human α-TGFβ1/β2
IgG2 (XPA.42.089) or human α-keyhole limpet hemocyanin as control IgG2, together with rat α-PD-1 IgG2 or rat IgG2 control, on days 0, 4 and 8.
Average tumor volume (mm3) +/− SD. * = p < 0.05; ** = p < 0.01; *** = p < 0.001: Fisher’s exact test (b), Gehan-Breslow-Wilcoxon test (c), Student’s
test (e, f)
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tumor epitopes, shared between these KrasG12D-driven
tumor lines and KrasG13R-driven CCK168, can also elicit
tumor rejection. Such common epitopes in these Kras-dri-
ven tumors may result from quantitatively abnormal
protein expression or splicing [18, 33] that would be
undetectable by WES analysis. Further studies would
be required to demonstrate that KrasG13R is a dom-
inant neoantigen in this mouse model.

Synergy between α-TGFβ and α-PD-1 is mediated in part
through effects on Tregs
We next sought to validate the possible mechanisms
contributing to synergy between α-TGFβ and α-PD-1
antibodies in immunotherapy. IHC and flow cytometry
analyses revealed that combinatorial therapy of CCK168
tumors with the two therapeutic antibodies caused a
large increase in CD45+ leukocytes cells compared to ei-
ther monotherapy (Fig. 4a, b). Tumor infiltration of
cytotoxic CD8+ T cells was only marginally increased by
α-PD-1 treatment, but the drug combination generated
a robust CD8+ T cell influx (Fig. 4a, c). Furthermore,
α-TGFβ or α-PD-1 monotherapy elevated the percentage
of CD8+ T cells that express markers of late T cell differ-
entiation and partial T cell exhaustion, ICOS and
CTLA4 (Fig. 4d, Additional file 3: Figure S4), that have
also been associated with active anti-tumor responses in
human tumors [34]. However, even after combinatorial
therapy, fewer than 50% of CD8+ T cells expressed these
markers (Fig. 4d, Additional file 3: Figure S4). In con-
trast, the majority (70–90%) of CD4+ T cells, and
specifically > 90% of CD4+ Tregs, expressed both
ICOS and CTLA4 (Figs. S4, S5), suggesting that most
intratumoral Tregs in CCK168 control tumors are in
an activated state.
Importantly, α-TGFβ significantly reduced relative

Treg levels (Fig. 4f ), and variably enhanced CD4 + Th/
Treg and CD8 + T/Treg ratios, in some cases up to forty
fold, particularly in responding tumors (Fig. 4 g,h). In
contrast to α-PD-1 monotherapy (Figs. 2a), α-TGFβ
antibodies or the drug combination resulted in infil-
tration of total CD45+ and CD8a + T cells into the
tumor core (Fig. 4a).
The myeloid MHCII+ antigen presenting cell popula-

tion was substantially reduced by either drug given as a
single agent, including reduced TAM and DC levels
(Figs. 2 b, 4i-k, Additional file 3: Figure S6). Additionally,
each monotherapy caused a slight but significant increase
in the ratios of Ly6Chi/Ly6Clo and CD11bhiCD11clo/
CD11bloCD11chi [28] TAMs (Fig. S6), suggesting a shift in
the balance from immunosuppressive towards inflamma-
tory TAMs, however, there was no synergistic effect of
combinatorial therapy. Th17 T cell, natural killer cell and
CD103+ DC numbers were all low and not significantly
affected by drug treatment in CCK168 (not shown). This

does not however exclude the possibility that these cell
types play an important role in tumor responses. Migra-
tory CD103+ DCs, for example, although a rare popula-
tion within tumors, are essential for efficient antigen
presentation within draining lymph nodes [28].
α-TGFβ antibodies thus have multiple effects on

lymphocyte and myeloid cell molecular phenotypes, but
the over-arching factors that correlate with synergism
between α-TGFβ and α-PD-1 appear to be combinatorial
increases in CD8+ cytotoxic T cells and reversal, by
α-TGFβ, of the unfavorable CD4+ Treg/Th balance in-
duced by α-PD-1 monotherapy. In order to demonstrate
that Tregs are biologically active in CCK168 tumors, and
limit tumor eradication by α-PD1, we depleted CD4 +
CD25+ Tregs using an α-CD25 antibody engineered to
optimize intra-tumoral ADCC of CD25+ Tregs [35]. Within
24 h of systemic α-CD25 administration, intra-tumoral Treg
levels (CD4+ Foxp3+ and CD4+CD25+) were reduced ap-
proximately 50% within CCK168 tumors (Additional file 3:
Figure S7). Treg depletion alone, by α-CD25 treatment, had
little effect on CCK168 tumor regression. Thus Tregs can-
not be the only cellular target responsible for α-TGFβ-in-
duced tumor regression in the absence of α-PD-1.
Nevertheless, α-CD25 treatment exhibited significant syn-
ergy when combined with α-PD-1 (Fig. 5a), demonstrating
that Tregs are functional and play a major role in restricting
the anti-tumor activity of α-PD-1 in the CCK168 model.
Combination of α-TGFβ therapy with α-CD25 Treg deple-
tion shows a trend towards better anti-tumor activity than
either treatment alone, but this effect did not reach statis-
tical significance (Fig. 5b). Taken together, these data sup-
port the concept that α-TGFβ acts via both Treg-dependent
and -independent mechanisms to elicit tumor rejection.

α-PD-1 therapy enhances intra-tumoral TGFβ/pSmad3
signaling within CCK168 tumor cells
To investigate which tumor cell types are responsive to
TGFβ, we assessed pSmad3 immuno-fluorescence stain-
ing of tumor sections. Smad3 is a direct substrate for the
transmembrane TGFβ type I receptor kinase and thus a
marker of TGFβ pathway activation. In control tumors,
we found high pSmad3 signaling in the majority of cells
of the tumor parenchyma, with a heterogeneous staining
pattern across each tumor, and variable expression be-
tween tumors (Fig. 6 a-d). In contrast, CD8+ cytotoxic T
cells and CD163+ macrophages showed no pSmad3
staining (not shown). Unexpectedly, in two independent
experiments (n = 3–5 tumors per arm per experiment),
α-PD-1 therapy significantly increased pSmad3 levels
over that observed in the IgG control group (Fig. 6 a-c,
Additional 3: Figure S8). Both basal and α-PD1-induced
pSmad3 were largely eliminated by α-TGFβ therapy
(Fig. 6 b, c, and Additional file 3: Figure S8). As early
as 2 h following ip injection of α-TGFβ antibodies
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(Fig. 6 f ), pSmad3 staining was downregulated in the
periphery but not within the core of the tumor paren-
chyma relative to that observed in IgG or α-PD-1-treated
tumors (Fig. 6a-f). Eight days (two doses) following

initiation of α-TGFβ monotherapy under the standard
protocol (Fig. 1b), pSmad3 downregulation was extensive
across the entire tumor, including the tumor core
(Fig. 6g, h). The magnitude of this decrease was

Fig. 4 Immunophenotyping of CCK168 tumors in response to α-PD-1 and α-TGFβ therapy. a-k) CCK168 tumor cells were implanted sc into FVB
mice according to Fig. 1b. After two drug doses on day 0 and 4, when some tumors began to show evidence of shrinkage, all tumors were
harvested and analyzed by (a) immunohistochemistry or (b-k) multicolor flow cytometry. a Representative images of CD8a and CD45
immunohistochemistry for tumors from each of the four drug arms. Six to seven tumors were analyzed per drug arm per stain. Scale bar
represents 50 uM. (b-k) Flow cytometry analysis shows increases in b CD45+ cells per live tumor cell, c CD8+ cytotoxic T cells per CD45+
immune cells and d increases in percentage of ICOS+ expressing CD8+ T cells. e α-PD-1 or α-TGFβ monotherapy elevates total CD4+ T cells with
no additive effect. f α-TGFβ monotherapy neutralizes α-PD-1 induction of Tregs and, in combination therapy, reduces Treg levels to below
baseline. g heterogeneous increase in CD4 + Th/CD4 + Treg ratio by α-TGFβ, h synergistic induction of CD8+/Treg ratios by α-PD-1 and α-TGFβ.
The latter increased six to 40 fold in response to combinatorial therapy. (i) MHCII+CD11b + and (j) MHCII+CD11c +myeloid cells diminish as a
percentage of total CD45 + cells following α-PD-1 or α-TGFβ therapy. k The ratio of mature T cells (CD4+ plus CD8+ cells) per CD11b myeloid cell
(CD45 + Ly6G-CD11b +MHCII+) increases after combinatorial therapy. Flow cytometry data are representative of two to seven independent
experiments for each cell type. * p < 0.05; ** p < 0.01; *** p < 0.001: Mann Whitney U test
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variable between tumors and generally associated with
evidence of tumor regression.

TGFβ induces EMT and reduces expression of tumor cell
antigen presentation genes in CCK168 cells
In the mouse skin model of chemical carcinogenesis,
TGFβ induces reversible EMT of tumor cells [8, 12] to
promote tumor cell invasion and metastasis [11]. Indeed,
even in CCK168 cells that are already spindle in phenotype,
in vitro TGFβ treatment further stimulates EMT, generat-
ing larger more fibroblastoid cells, and this phenotypic
switch is blocked by α-TGFβ (Fig. 6,i-m). In vivo, histo-
logical and pSmad3 immunofluorescence analysis of
CCK168 tumors eight days following initiation of immuno-
therapy, suggests drug-induced changes in EMT (Fig. 6 and
S9). All tumors were histologically heterogeneous, and both
control and α-PD-1-treated tumors contained swathes of
large, overtly fibroblastoid spindle tumor cells expressing
high pSmad3 at both the tumor periphery and throughout
the tumor (Figs. 6 e, Additional file 3: Figure S9). In α-
TGFβ-treated tumors this overtly spindle phenotype was
somewhat attenuated (Fig. S9), as previously observed in

E4-derived SCCs after treatment with a small mol-
ecule TGFβR1 inhibitor [36]. Thus, aspects of reversible
EMT observed in vitro, are also seen after αTGF-β ther-
apy in vivo.
EMT involves large-scale changes in the global tran-

scriptional program as cells transition from epithelial to
fibroblastoid. To determine possible implications of
these changes to innate tumor cell immunity, we investi-
gated the effects of TGFβ or α-TGFβ on expression of
genes encoding the antigen presentation machinery in
CCK168 cells in vitro. Indeed, TGFβ treatment suppressed
expression of Mhc1, B2m, Tap1 and Tap2, whereas α-TGFβ
treatment reversed these effects (Fig. 6n). Such molecular
changes might contribute to the ability of cytotoxic T
cells to recognize and destroy cancer antigen-expressing
tumor cells.

Heterogeneous responses of CCK168-derived tumors to
α-TGFβ and α-PD-1 therapies.
Of the six SCC lines studied, CCK168 is most sensitive
to combinatorial immunotherapy but, even in this line,
tumor responses are heterogeneous and only 60% of

a

b

Fig. 5 Treg depletion synergizes with α-PD-1 but not α-TGFβ in tumor regression and long term survival. CCK168 tumors were treated as in Fig.
1b, except that 24 h prior to the first therapeutic drug dose, mice received intraperitoneal injection of an IgG control or α-CD25+ cell-depleting
antibody. a) and b) Kaplan Meier survival plots for CCK168 tumor-bearing mice using using 2000mm3 tumor size as cut off for survival. P < 0.05 = *,
p < 0.01 = ** Gehan-Breslow-Wilcoxon test

Dodagatta-Marri et al. Journal for ImmunoTherapy of Cancer            (2019) 7:62 Page 9 of 15



Fig. 6 α-PD-1 therapy induces pSmad3 signaling in CCK168 tumors to enhance EMT and suppress gene expression of antigen presenting
machinery. a-f CCK168 tumor-bearing mice were treated either with α-PD-1 monotherapy or IgG control antibodies on day 0 and 4. As indicated
in (a), on day 8, the α-PD-1 treated group were randomly split into two further groups and treated with either control IgG or α-TGFβ monotherapy, and all
tumors were harvested 2 h later for pSmad3 immunofluorescence staining. b and c quantification of the three arms of the experiment b as percentage of
DAPI+ nuclei stained with pSmad3 and c intensity of pSmad3 staining per nucleus. d-f representative images of pSmad3 immunofluorescence staining.
Note rim of tumor in α-TGFβ treated sample f shows dramatically reduced pSmad3 staining. g, h CCK168 tumor-bearing mice were treated with α-PD-1 or
α-TGFβ on day 0 and day 4, and analyzed by pSmad3 immunofluorescence on day 8. i-n CCK168 cells grown in vitro were treated with TGFβ and/or α-
TGFβ antibodies. I-m) phase contrast analysis shows reversible TGFβ-induced EMT. n RNA from cultures shown in (l-m) was extracted and subjected to
qRT-PCR to quantify gene expression of components of the tumor cell antigen presentation machinery, Mhc1, B2M (β2-microglobulin), Tap1 and Tap2.
* = P < 0.05, **** = P < 0.0001; Unpaired two-tailed Student’s T test
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tumors achieve CR following α-PD-1/α-TGFβ combin-
ation therapy at the doses used. The extent of immune
cell infiltration exhibited considerable heterogeneity be-
tween tumors derived from CCK168 cells (Fig. 4). We
therefore sought to determine whether intratumoral
leukocyte profiles could distinguish productive versus

non-productive tumor responses. We undertook unsuper-
vised hierarchical cluster analysis the CCK168 tumor im-
mune cell profile data generated by flow cytometry
following 8 days of IgG or drug treatment. This analysis
revealed that responding tumors tended to segregate
within one of two distinct clusters, Cluster A and

a

b

c

Fig. 7 Heterogeneous mechanisms of tumor response to α-PD-1 and α-TGFβ therapy. a Unsupervised hierarchical clustering of indicated immune
cell sub-populations in tumors after treatment with control IgG, α-PD-1, α-TGFβ, or combination therapy. Tumors were classified into responders
(light green), stable disease (dark green) or non-responders (red) as described in Methods (colored horizontal bar). Responding mice tend to
cluster into two groups that we label Responding Cluster A and Responding Cluster B, while non-responding mice tend to cluster into a third
group (Cluster C). Mice in the two responding groups had significantly better outcomes than mice in the nonresponding cluster (p = 0.02, Fisher’s
Exact test). Immune profiles of tumor infiltrates in Cluster B are characterized by high T cell levels and relatively low LyC6–macrophages (TAM2s),
while those in Cluster A are characterized by low levels of all immune cell subtypes except CD4+ T cells, in particular high CD4 + FoxP3–CD25– (T
helper) cells. b Unsupervised hierarchical cluster analysis undertaken according to expression of a Treg transcriptomic signature in pre-treatment
human melanoma samples from patients treated with α-PD-1 (see Supplementary Methods). Transcriptomic data from pre-treatment melanoma
samples [12] were subjected to unsupervised hierarchical cluster analysis based on gene transcripts whose expression correlates with FoxP3
expression in CD4+ cells. Human tumors responses were classified according to Hugo et al. 2016 [12] and the original tumor IDs are presented at
the base of the figure. Samples from patients exhibiting a response, in particular CR, tended to cluster together (P = 0.005, Fisher’s Exact test) and
to have reduced expression of FoxP3-associated genes. c,d) Each SCC line, in order of decreasing TML, CCK168, CCK169, CCK62, CCK166, GEK1425,
GEK1428, was used to induced tumors in mice, and treated with α-PD-1 or control IgG on Day 0 and Day 4 (Fig. 1b). On day 8, tumors were
harvested for flow cytometric analysis of immune cells. c CD4+ T cells per total CD45+, d CD8+ cytotoxic T cells per total CD45+
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Cluster B (Fig. 7a). Mice in these two “responding clus-
ters” had significantly better outcomes than mice in
Cluster C, the “nonresponding cluster” (p = 0.02, Fish-
er’s Exact test). Cluster B, the larger of the responder
groups, was characterized by higher CD8+ T cell num-
bers, especially activated CD8 + ICOS+ and CD8 +
CTLA4+ T cells, higher inflammatory Ly6Chi TAM num-
bers, but lower levels of Ly6Clo TAMs. The second,
smaller responding cluster, Cluster A, had relatively low
levels of all immune cell types except for highly prevalent
CD4+ T cells (CD4 + FoxP3-CD25-). The third cluster of
predominantly non-responding tumors, Cluster C, was
characterized by lower levels of CD8+ cells and Ly6Chi

TAMs, but higher levels of CTLA4 +Tregs, Ly6Clo TAMs
and a high Ly6Clo/Ly6Chi TAM ratio, compared to
responding Clusters A and B (Fig. 7a). Thus it appears that
there are two classes of responsive CCK168 SCCs, those
with high and those with low CD8+ cytotoxic T cell infil-
tration, with the latter class having a higher CD4+ Th cell
content that may be particularly responsive to α-TGFβ.
To address the translational relevance of Tregs as a

biomarker of resistance to α-PD-1 therapy, we investi-
gated the link between pretreatment intratumoral acti-
vated Treg levels and clinical response to α-PD-1 in
melanoma patients. We interrogated transcriptomic data
from a study of 38 pembrolizumab (α-PD-1) pretreatment
melanoma tumors for which clinical outcomes data were
available (21 responding versus 17 non-responding) [13].
Unsupervised hierarchical cluster analysis based on a
Foxp3-associated transcriptional CD4+ T cell signature
[37] showed that tumors from patients with subsequent
CR on clinical follow up clustered together based on lower
expression of this Treg signature (Fig. 7b, p = 0.005).

CD4+ T cell content distinguishes responding from non-
responding SCC tumor lines
Having established the heterogeneity of tumor responses
to therapy within one tumor line, CCK168, we next ad-
dressed which determinants across the SCC panel, other
than mutation load, might also associate with tumor re-
jection after α-TGFβ or α-TGFβ plus α-PD-1 combin-
ation therapy. All six lines expressed comparable levels
of total TGFβ1 and TGFβ2 proteins, with little expres-
sion of TGFβ3 in vitro, as determined by ELISA (data
not shown). Moreover, each line showed sensitivity to
TGFβ in vitro as demonstrated by activation of pSmad2/
3 in response to TGFβ (data not shown).
Since no obvious in vitro characteristic distinguished

the six SCC lines from one another, and the only parameter
that appears to associate with tumor response to immuno-
therapy was TML, we asked whether distinct immune cell
subsets within pre-treatment or α-PD-1-treated tumors dis-
tinguish responsive from non-responsive SCC lines. IHC
analysis of intra-tumoral T and myeloid cell populations

(Fig. S10) distinguished two tumor classes according to in-
filtrating CD45+ leukocyte and CD3+ T lymphocyte con-
tent. GEMM-derived tumors, GEK1425 and GEK1428, and
the non-responsive carcinogen-induced carcinoma, CCK62,
showed very little infiltration by T cells (CD3+ or CD8a+)
(Fig. S10), and this was largely unaltered by therapy. Con-
versely, levels of CD3+ and CD8a +T cells were higher in
the responsive lines CCK168 (Figs. 2a, 4a, Additional file 3:
FigureS10) and CCK169 SCCs (Fig. S10), and further in-
duced by combination therapy. Paradoxically, CCK166 tu-
mors that are resistant to immunotherapy and have the
lowest TML of the chemically-induced SCC subset, never-
theless had CD45+, CD3+ and CD8+ T cell levels compar-
able to those of the two high TML, drug-responsive SCC
lines. CD45+, CD3+ and CD8+ cell levels also increased in
CCK166 in response to combinatorial therapy (Fig. S10).
This demonstrates the lack of correlation between tumor
immune cell infiltrate and anti-tumor response, even in this
small panel of SCCs.
In order to consolidate and extend this finding, we

compared levels of intra-tumoral CD45+ leukocytes,
CD8+ cytotoxic T cells, total CD4+ T cells, Foxp3+
Tregs, and myeloid cells by multi-color flow cytometry
(Fig. 7 c,d). The only pre-treatment parameter we found
to associate with response to combination therapy was
total CD4+ T cell content. Control-treated CCK168 and
CCK169 tumors, had a significantly greater CD4+ T cell
content than tumors of the unresponsive tumor lines
(Fig. 7c, p = 0.001). This observation is consistent with
the finding of a subcategory of CCK168 drug-responsive
tumors marked by high CD4+ T cell levels (Fig. 7a), that
may be an important determinant of synergy between
α-PD-1 and α-TGFβ in SCCs.

Discussion
In the current study, we present a novel panel of
chemically-induced and GEMM-derived cSCC tumor lines
and show that only those with high TML respond to im-
munotherapy. We also make the novel finding that in such
SCCs, α-PD-1 therapy not only induces cytotoxic T cell
activity, but also induces a competing TGFβ-driven im-
munosuppressive program that restrains its anti-tumor ac-
tivity. We demonstrate that α-PD-1 therapy results in
skewing of the CD4+ Teff/Treg balance in favor of immuno-
suppressive Tregs, and these Tregs functionally limit the
anti-tumor activity of α-PD-1 in CCK168 SCCs. We also
demonstrate that α-PD-1 therapy enhances TGFβ-Smad3
signaling within tumor cells, that contributes to EMT.
α-TGFβ monotherapy is consequently more efficacious (20%
CR) than α-PD-1 monotherapy (< 3% CR), as it targets both
Tregs and tumor cell EMT while also stimulating the effector
arms of both the innate and adaptive immune systems. Im-
portantly, the two drugs synergize when used in combination
to provide 60% CR in established CCK168 tumors.
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Recent analyses of pre-treatment immune-excluded
urothelial cancers and human melanomas, revealed en-
richment for a transcriptomic signature of TGFβ signal-
ing [16] and TGFβ-driven mechanisms, such as EMT
and immunosuppression [13], in patients with poor clin-
ical outcomes following subsequent blockade of the
PD-1/PDL-1 axis. Our current findings are not incon-
sistent with these clinical studies, but go farther to show
that α-PD-1 monotherapy itself promotes increased
tumor cell TGFβ signaling and elevates the immunosup-
pressive Treg/Th balance, consequently limiting the effi-
cacy of this checkpoint blockade drug. This unexpected
activity of α-PD-1 in inducing the TGFβ signaling axis
may contribute to the recently described clinical phe-
nomenon of α-PD-1 super-progressors following check-
point blockade therapy that has been observed in several
cancer types [3–5].
Mariathasan et al. [16] and Tauriello et al. [17] recently

demonstrated that stromal cancer-associated fibroblasts
(CAFs) are the major cell source and responders to
TGFβ signaling in colon and urothelial carcinomas, re-
spectively. These studies suggest that CAFs create an im-
munosuppressive barrier preventing penetration of T cells
into the tumor proper. However, in the immune-infiltrated
CCK168 model, CAFs do not appear to play such a role
since most non-immune cells are tumor cells rather than
CAFs, as shown by expression of cytokeratin K8 and K18
(not shown). Nevertheless, by virtue of TGFβ-induced
EMT, tumor cells themselves may acquire a CAF-like
phenotype and fibroblastic immunosuppressive functions.
Under the influence of α-PD-1, elevated pSmad3 may drive
EMT towards a more extreme myofibroblast phenotype, re-
duced expression of antigen presentation machinery and
changes in the secreted cytokine and extracellular matrix
profiles that suppress tumor immune recognition. Indeed,
histological analysis of CCK168 tumors suggests a more
overt spindle phenotype after α-PD-1 therapy and reversal
of this effect after α-TGFβ therapy, and in vitro data dem-
onstrate reversible activity of TGFβ in induction of
CCK168 EMT and suppression of expression of compo-
nents of the antigen presentation machinery.
The mechanism of α-PD-1-elevated pSmad3 signaling

in tumor cells is unlikely direct, since CCK168 cells ex-
press no PD-1 and only low levels of PD-L1 and PD-L2
(data not shown). In the transgenic adenocarcinoma of
mouse prostate (TRAMP) model, activated effector CD4+
T cells have been reported to release active TGFβ1 [38].
Moreover, according to conventional wisdom, Tregs are a
major source of TGFβ. α-PD-1 therapy may therefore en-
hance TGFβ activity through its activation of CD4+ T
cells, both Tregs and Th1 cells. TAMs and/or DCs may
also release and/or activate TGFβ that drives Treg differ-
entiation [39]. Notably, PD-1 is expressed on mouse and
human TAMs [40], but the consequence of PD-1 blockade

on secretion or activation of TGFβ has not been investi-
gated. The elevated intratumoral Treg/Th balance that we
observe following α-PD-1 monotherapy may be due to
prevention of Treg anergy by blockade of PD-1
expressed on Treg cells. Alternatively, α-PD-1 may in-
crease Treg differentiation indirectly, in response to ac-
tive TGFβ released from other cellular or extracellular
sources, such as activated CD4+ Th cells [38] or im-
munosuppressive myeloid cells. Precedent for the direct
activation of Tregs by α-PD1 comes from studies in
non-neoplastic disease models, such as those of infec-
tion and allergy, where PD-1 plays a role in inducing
Treg anergy [41, 42].
High pre-treatment tumor CD4+ T cell content is

the only parameter, apart from high TML, that associ-
ates with immunotherapy responses in two of the
panel of six SCC tumor lines studied here. CD4+ T
cells, unlike the cytotoxic T cell lineage, show consid-
erable plasticity in differentiation, such that Tregs are
capable of re-differentiation towards an inflammatory
Th phenotype [43, 44] that may be modulated by
α-TGFβ immunotherapy. α-TGFβ or a combination of
α-PD-1 with α-TGFβ might therefore be indicated for
that category of patients with a high intratumoral
CD4+ T cell or Treg content. Such an intratumoral
immune cell profile has been reported for SCC-HN
[45], which also bear high TMLs [6] and have been
reported to undergo super-progression in response to
a-PDL-1 therapy [5].
Additive, synergistic and redundant anti-tumor in-

teractions between TGFβ signaling and the PD-1/
PD-L1 axis [18–22] may be influenced by host genetic
background [46–48]. Characterization of such interac-
tions and development of predictive biomarkers for
response to α-PD-1/α-TGFβ therapy is therefore of
high priority. The panel of syngeneic carcinomas pre-
sented here, comprising cell lines with a range of mu-
tation burdens and immune cell profiles, all on the
same FVB genetic background, and driven by the
most common oncogenic signaling pathway, Kras,
provides additional opportunities to investigate the
disparate mechanisms of innate and acquired resistance
to immunotherapies that may be encountered in the
clinic. Notably, the potent and specific TGFβ blocking
antibodies used in our studies have entered clinical trial in
combination with α-PD-1 for oncology (NCT02947165),
and additional drugs that impact this pathway [15] may
also prove effective in combinatorial immunotherapy with
checkpoint blockade drugs.

Conclusions
We show that α-PD-1 not only initiates a tumor rejection
program, but can induce a competing TGFβ-driven
immuno-suppressive program in SCCs. α-PD-1 monotherapy
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skews the CD4+T cell balance in favor of immunosuppres-
sive Tregs, and elevate pSmad3 signaling within tumor cells,
features that are blocked by α-TGFβ therapy. In SCCs, TGFβ
blockade acts through both tumor cell autonomous and
immune-mediated mechanisms to stimulate anti-tumor im-
munity and alleviate α-PD-1 resistance. This study forms the
basis for a clinical trial of α-TGFβ/α-PD-1 combination ther-
apy (NCT02947165).

Additional files

Additional file 1: Supplementary Methods. (DOCX 9 kb)

Additional file 2: Table S1. Mutation counts of tumor cell lines. (XLSX 9 kb)

Additional file 3: Figure S1. Growth responses of CCK62 and GEK1428
to immunotherapy. Figure S2. CCK168 responses to α-PD-1 and/or α-
TGFβ. Figure S3. α-TGFβ and α-TGFβ/α-PD-1 combination therapy elicit
long-term tumor immunity to Kras-driven tumors. Figure S4. Gating
strategy for T cell flow cytometry and analysis of differentiation and prolif-
eration markers. Figure S5. Gating strategy for Th versus Treg cell flow
cytometry and analysis of differentiation and proliferation markers. Figure
S6. Gating strategy for myeloid cell flow cytometry and analysis of macro-
phage and dendritic cell markers. Figure S7. Depletion of Tregs 24 hours after
anti-CD25 antibody treatment. Figure S8. α-PD-1 induces pSmad3 in CCK168
cells. Figure S9. CD3 T cell staining and histology of tumors after treat-
ment with each of the four drug arms as indicated. Figure S10. IHC
analysis of immune infiltrates in tumors. (PDF 9660 kb)

Additional file 4: Table S2. List of all nonsynonymous coding
mutations in six tumor cell lines. (XLSX 84 kb)

Acknowledgments
We thank Neil E. Hubbard and Judith E. Walls of the UC Davis Center for
Genomic Pathology Laboratory for undertaking immunohistochemical
staining, Gabriel Lukaszewicz for assistance with mouse tumorigenesis
studies, and Rik Derynck for constructive comments on the manuscript.

Funding
This work was funded by grants from the NIH/NCI (5P30 CA082103 -
Developmental Award to RJA), R21CA164772 and R01CA210561 (RJA),
R35CA210018 and U01CA217864 (AB), the Helen Diller Family Comprehensive
Cancer Center, and in part by Xoma Corporation. DMS was supported by a
fellowship from the Swiss National Science Foundation.

Availability of data and materials
The data that support this study are all published in this article or available
in “Supplementary data”. All relevant materials are available to academic
researchers.

Authors’ contributions
Project was conceived and directed by RJA and AB. EDM and DSM contributed
equally to the development and execution of the project. Tumor lines were
established and characterized in vitro by MDT, RDR, DSM, EDM and DW; In vivo
tumor growth studies were executed by EDM, DSM, AM, JM and BH; FACS
analyses were undertaken by EDM, DSM, RP, MB, MLB, BL, MDR and MK; Exome
sequence and transcriptomic analysis was undertaken by MQR. Antibodies were
generated by OL, AM, FAV and SAQ. Analysis of chromogenic IHC was
undertaken by RJA and TB. Quantitative analysis of fluorescence
immunochemistry was undertaken by HM. The manuscript was written
by EDM, DSM, MQR, MB, AB and RJA. All authors read and approved the
final manuscript.

Ethics approval and consent to participate
All animal procedures adhered to NIH Guidelines for the Care and Use of
Laboratory Animals and were undertaken under authorization of the UCSF
Institutional Animal Care and Use Committee in an AAALAC approved
facility.

Consent for publication
Not applicable

Competing interests
RJA, AM and OL are co-inventors of pending US patent 10167334 co-owned
by UCSF and Xoma RJA and DS receive funding through a UCSF collabor-
ation with Pfizer/CTI. DS owns stock in Pliant Therapeutics and has received
more than $10,000 in consulting income from Pliant Therapeutics.. RJA has a
Sponsored Research Agreement with Plexxikon Inc. DS has Sponsored Re-
search Agreements with Pliant Therapeutics and Abbvie and is a co-inventor
of 12 awarded patents and 6 pending patents owned or co-owned by the
University of California, San Francisco. AB received funding through a collab-
oration with Bayer. AB is on the Advisory Boards of Mission Bio and InteRNA.
MK owns stock in Pionyr Immunotherapeutics, and receives funding from
Amgen, BMS and Abbvie to support the UCSF Immunoprofiler project. AM is
currently an employee of Gilead and has direct equity ownership in XOMA
Corporation and Gilead Sciences Inc. AM and OL were full time employees
of XOMA Corporation during the period that this work was executed. AM
and OL are coinventors on the following patents: Antibodies that bind Inter-
leukin 2 and uses thereof – 2016 U.S. Provisional Utility Application M. Roell; A.
Mirza; et al. Treatment of Cancer Using Inhibitors of TGFbeta and PD-1 – 2015.
WIPO Patent Application WO/2016/161410A2 U.S. Prov. Utility Appl. No. 62/
143,016; A. Mirza; O. Li; R. Akhurst. Antibodies targeting PTH1R to affect Humoral
Hypercalemia of Malignancy and cancer – 2016 U.S. Provisional Utility Application
A. Mirza; R. Levy; T. Takeuchi; D. Bedinger; and R. Hunt. Antibodies Specific for TGF-
BETA – 2013 US 8,569,462; D. Bedinger; S. Khan; A. Mirza; A. Narasimha; T. Takeuchi.
PRLR-Specific Antibody and Uses Thereof – 2008 WIPO Patent Application WO WO/
2008/022295; D. Bedinger; J. Damiano; M. Luqman; L. Masat; A. Mirza; G. Nonet.
Uses of Anti-CD40 Antibodies – 2008. WIPO Patent Application WO/2009/062054;
M. Luqman; Y. Wang; S. Kantak; S. Hsu; A. Mirza. siRNA Libraries – 2004 WIPO Patent
Application WO/2004/108897; C. Beraud; A. Mirza. OL is currently an employee of
Five Prime Therapeutics, and has more than $10,000 in stock she is an inventor
on three patents: including two listed above and Antibody fragments against the
insulin receptor and uses thereof to treat hypoglycemia. DSM is an employee of Idor-
sia Pharmaceuticals Ltd. and holds equity in that company. MDT is an employee
of, and holds ownership of equity in, Northern Biologics. MB is a coinventor on pa-
tent application PCT/US2015/052682, Modulation of stimulatory and non-stimulatory
myeloid cells. MLB is currently an employee of Bristol-Myers Squibb.

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

Author details
1Helen Diller Family Comprehensive Cancer Center, UCSF, San Francisco, CA,
USA. 2Department of Dermatology, UCSF, San Francisco, CA, USA.
3Department of Pathology, UCSF, San Francisco, CA, USA. 4Center for
Comparative Medicine UC Davis, Davis, CA, USA. 5Department of Medicine,
UCSF, San Francisco, CA, USA. 6Xoma Corporation, Berkeley, CA, USA. 7Cancer
Immunology Unit, Immune Regulation and Tumour Immunotherapy Lab,
University College London, London, UK. 8UCSF Parker Institute for Cancer
Immunotherapy, San Francisco, CA, USA. 9Department of Biochemistry and
Biophysics, UCSF, San Francisco, CA, USA. 10Department of Anatomy, UCSF,
San Francisco, CA, USA.

Received: 8 October 2018 Accepted: 20 December 2018

References
1. Ribas A, Hamid O, Daud A, Hodi FS, Wolchok JD, Kefford R, et al. Association

of Pembrolizumab with Tumor Response and Survival among Patients with
Advanced Melanoma. JAMA. 2016;315(15):1600–9.

2. Shayan G, Srivastava R, Li J, Schmitt N, Kane LP, Ferris RL. Adaptive resistance to
anti-PD1 therapy by Tim-3 upregulation is mediated by the PI3K-Akt pathway
in head and neck cancer. Oncoimmunology. 2017;6(1):e1261779.

3. Kato S, Goodman A, Walavalkar V, Barkauskas DA, Sharabi A, Kurzrock R.
Hyperprogressors after immunotherapy: analysis of genomic alterations
associated with accelerated growth rate. Clin Cancer Res. 2017;23(15):4242–50.

4. Champiat S, Dercle L, Ammari S, Massard C, Hollebecque A, Postel-Vinay S,
et al. Hyperprogressive disease is a new pattern of progression in Cancer
patients treated by anti-PD-1/PD-L1. Clin Cancer Res. 2017;23(8):1920–8.

Dodagatta-Marri et al. Journal for ImmunoTherapy of Cancer            (2019) 7:62 Page 14 of 15

https://doi.org/10.1186/s40425-018-0493-9
https://doi.org/10.1186/s40425-018-0493-9
https://doi.org/10.1186/s40425-018-0493-9
https://doi.org/10.1186/s40425-018-0493-9


5. Saada-Bouzid E, Defaucheux C, Karabajakian A, Coloma VP, Servois V,
Paoletti X, et al. Hyperprogression during anti-PD-1/PD-L1 therapy in
patients with recurrent and/or metastatic head and neck squamous cell
carcinoma. Ann Oncol. 2017;28(7):1605–11.

6. Schumacher TN, Schreiber RD. Neoantigens in cancer immunotherapy.
Science. 2015;348(6230):69–74.

7. McCreery MQ, Halliwill KD, Chin D, Delrosario R, Hirst G, Vuong P, et al.
Evolution of metastasis revealed by mutational landscapes of chemically
induced skin cancers. Nat Med. 2015;21(12):1514–20.

8. Cui W, Fowlis DJ, Bryson S, Duffie E, Ireland H, Balmain A, et al. TGFbeta1
inhibits the formation of benign skin tumors, but enhances progression to
invasive spindle carcinomas in transgenic mice. Cell. 1996;86(4):531–42.

9. Glick A, Ryscavage A, Perez-Lorenzo R, Hennings H, Yuspa S, Darwiche N.
The high-risk benign tumor: evidence from the two-stage skin cancer
model and relevance for human cancer. Mol Carcinog. 2007;46(8):605–10.

10. Akhurst RJ, Fee F, Balmain A. Localized production of TGF-beta mRNA in
tumour promoter-stimulated mouse epidermis. Nature. 1988;331(6154):363–5.

11. Oft M, Akhurst RJ, Balmain A. Metastasis is driven by sequential elevation of
H-ras and Smad2 levels. Nat Cell Biol. 2002;4(7):487–94.

12. Portella G, Cumming SA, Liddell J, Cui W, Ireland H, Akhurst RJ, et al.
Transforming growth factor beta is essential for spindle cell conversion of
mouse skin carcinoma in vivo: implications for tumor invasion. Cell Growth
Differ. 1998;9(5):393–404.

13. Hugo W, Zaretsky JM, Sun L, Song C, Moreno BH, Hu-Lieskovan S, et al.
Genomic and transcriptomic features of response to anti-PD-1 therapy in
metastatic melanoma. Cell. 2016;165(1):35–44.

14. Flavell RA, Sanjabi S, Wrzesinski SH, Licona-Limon P. The polarization of
immune cells in the tumour environment by TGFbeta. Nat Rev Immunol.
2010;10(8):554–67.

15. Akhurst RJ, Hata A. Targeting the TGFbeta signalling pathway in disease. Nat
Rev Drug Discov. 2012;11(10):790–811.

16. Mariathasan S, Turley SJ, Nickles D, Castiglioni A, Yuen K, Wang Y, et al.
TGFbeta attenuates tumour response to PD-L1 blockade by contributing to
exclusion of T cells. Nature. 2018;554(7693):544–8.

17. Tauriello DVF, Palomo-Ponce S, Stork D, Berenguer-Llergo A, Badia-Ramentol
J, Iglesias M, et al. TGFbeta drives immune evasion in genetically
reconstituted colon cancer metastasis. Nature. 2018;554(7693):538–43.

18. Vanpouille-Box C, Diamond JM, Pilones KA, Zavadil J, Babb JS, Formenti SC,
et al. TGFbeta is a master regulator of radiation therapy-induced antitumor
immunity. Cancer Res. 2015;75(11):2232–42.

19. Wei S, Shreiner AB, Takeshita N, Chen L, Zou W, Chang AE. Tumor-induced
immune suppression of in vivo effector T-cell priming is mediated by the B7-H1/
PD-1 axis and transforming growth factor. beta Cancer Res. 2008;68(13):5432–8.

20. Donkor MK, Sarkar A, Li MO. Tgf-beta1 produced by activated CD4(+) T cells
antagonizes T cell surveillance of tumor development. Oncoimmunology.
2012;1(2):162–71.

21. Park BV, Freeman ZT, Ghasemzadeh A, Chattergoon MA, Rutebemberwa
A, Steigner J, et al. TGFbeta1-mediated SMAD3 enhances PD-1
expression on antigen-specific T cells in Cancer. Cancer Discov. 2016;
6(12):1366–81.

22. Holmgaard RB, Schaer DA, Li Y, Castaneda SP, Murphy MY, Xu X, et al.
Targeting the TGFbeta pathway with galunisertib, a TGFbetaRI small
molecule inhibitor, promotes anti-tumor immunity leading to durable,
complete responses, as monotherapy and in combination with checkpoint
blockade. J Immunother Cancer. 2018;6(1):47.

23. Jackson EL, Willis N, Mercer K, Bronson RT, Crowley D, Montoya R, et al.
Analysis of lung tumor initiation and progression using conditional
expression of oncogenic K-ras. Genes Dev. 2001;15(24):3243–8.

24. Rizvi NA, Hellmann MD, Snyder A, Kvistborg P, Makarov V. J.J. H, et al.
Cancer immunology. Mutational landscape determines sensitivity to PD-1
blockade in non-small cell lung cancer. Science. 2015;348(6230):124–8.

25. Alexandrov LB, Nik-Zainal S, Wedge DC, Aparicio SA, Behjati S, Biankin AV, et
al. Signatures of mutational processes in human cancer. Nature. 2013;
500(7463):415–21.

26. Curran MA, Montalvo W, Yagita H, Allison JP. PD-1 and CTLA-4 combination
blockade expands infiltrating T cells and reduces regulatory T and myeloid cells
within B16 melanoma tumors. Proc Natl Acad Sci U S A. 2010;107(9):4275–80.

27. Terabe M, Robertson FC, Clark K, De Ravin E, Bloom A, Venzon DJ, et al.
Blockade of only TGF-beta 1 and 2 is sufficient to enhance the efficacy of
vaccine and PD-1 checkpoint blockade immunotherapy. Oncoimmunology.
2017;6(5):e1308616.

28. Broz ML, Binnewies M, Boldajipour B, Nelson AE, Pollack JL, Erle DJ, et al.
Dissecting the tumor myeloid compartment reveals rare activating antigen-
presenting cells critical for T cell immunity. Cancer Cell. 2014;26(5):638–52.

29. Tone Y, Furuuchi K, Kojima Y, Tykocinski ML, Greene MI, Tone M. Smad3 and
NFAT cooperate to induce Foxp3 expression through its enhancer. Nat
Immunol. 2008;9(2):194–202.

30. Bedinger D, Lao L, Khan S, Lee S, Takeuchi T, Mirza AM. Development and
characterization of human monoclonal antibodies that neutralize multiple
TGFbeta isoforms. MAbs. 2016;8(2):389–404.

31. Jongbloed SL, Kassianos AJ, McDonald KJ, Clark GJ, Ju X, Angel CE, et al. Human
CD141+ (BDCA-3)+ dendritic cells (DCs) represent a unique myeloid DC subset
that cross-presents necrotic cell antigens. J Exp Med. 2010;207(6):1247–60.

32. Tran E, Ahmadzadeh M, Lu YC, Gros A, Turcotte S, Robbins PF, et al.
Immunogenicity of somatic mutations in human gastrointestinal cancers.
Science. 2015;350(6266):1387–90.

33. Vesely MD, Schreiber RD. Cancer immunoediting: antigens, mechanisms, and
implications to cancer immunotherapy. Ann N Y Acad Sci. 2013;1284:1–5.

34. Daud AI, Loo K, Pauli ML, Sanchez-Rodriguez R, Sandoval PM, Taravati K, et
al. Tumor immune profiling predicts response to anti-PD-1 therapy in
human melanoma. J Clin Invest. 2016;126(9):3447–52.

35. Vargas FA, Furness AJS, Solomon I, Joshi K, Mekkaoui L, Lesko MH, et al. Fc-
optimized anti-CD25 depletes tumor-infiltrating regulatory T cells and
synergizes with PD-1 blockade to eradicate established tumors. Immunity.
2017;46(4):577–86.

36. Connolly EC, Saunier EF, Quigley D, Luu MT, de Sapio A, Hann B, et al.
Outgrowth of drug-resistant carcinomas expressing markers of tumor
aggression after long term TbRI/II kinase inhibition with LY2109761. Cancer
Res. 2011;71(6):1–11.

37. Linsley PS, Chaussabel D, Speake C. The relationship of immune cell
signatures to patient survival varies within and between tumor types. PLoS
One. 2015;10(9):e0138726.

38. Donkor MK, Sarkar A, Savage PA, Franklin RA, Johnson LK, Jungbluth AA, et
al. T cell surveillance of oncogene-induced prostate cancer is impeded by T
cell-derived TGF-beta1 cytokine. Immunity. 2011;35(1):123–34.

39. Paidassi H, Acharya M, Zhang A, Mukhopadhyay S, Kwon M, Chow C, et al.
Preferential expression of integrin alphavbeta8 promotes generation of
regulatory T cells by mouse CD103+ dendritic cells. Gastroenterology. 2011;
141(5):1813–20.

40. Gordon SR, Maute RL, Dulken BW, Hutter G, George BM, McCracken MN, et
al. PD-1 expression by tumour-associated macrophages inhibits
phagocytosis and tumour immunity. Nature. 2017;545(7655):495–9.

41. Penaloza-MacMaster P, Provine NM, Blass E, Barouch DH. CD4 T cell
depletion substantially augments the rescue potential of PD-L1 blockade for
deeply exhausted CD8 T cells. J Immunol. 2015;195(3):1054–63.

42. La X, Zhang F, Li Y, Li J, Guo Y, Zhao H, et al. Upregulation of PD-1 on
CD4(+)CD25(+) T cells is associated with immunosuppression in liver of
mice infected with Echinococcus multilocularis. Int Immunopharmacol.
2015;26(2):357–66.

43. Wang D, Quiros J, Mahuron K, Pai CC, Ranzani V, Young A, et al. Targeting
EZH2 reprograms Intratumoral regulatory T cells to enhance Cancer
immunity. Cell Rep. 2018;23(11):3262–74.

44. Yang XO, Nurieva R, Martinez GJ, Kang HS, Chung Y, Pappu BP, et al.
Molecular antagonism and plasticity of regulatory and inflammatory T cell
programs. Immunity. 2008;29(1):44–56.

45. Lechner A, Schlosser H, Rothschild SI, Thelen M, Reuter S, Zentis P, et al.
Characterization of tumor-associated T-lymphocyte subsets and immune
checkpoint molecules in head and neck squamous cell carcinoma.
Oncotarget. 2017;8(27):44418–33.

46. Kawasaki K, Freimuth J, Meyer DS, Lee MM, Tochimoto-Okamoto A,
Benzinou M, et al. Genetic variants of Adam17 differentially regulate
TGFbeta signaling to modify vascular pathology in mice and humans. Proc
Natl Acad Sci U S A. 2014;111(21):7723–8.

47. Mao JH, Saunier EF, de Koning JP, McKinnon MM, Higgins MN, Nicklas K, et
al. Genetic variants of Tgfb1 act as context-dependent modifiers of mouse
skin tumor susceptibility. Proc Natl Acad Sci U S A. 2006;103(21):8125–30.

48. Valle L, Serena-Acedo T, Liyanarachchi S, Hampel H, Comeras I, Li Z, et al.
Germline allele-specific expression of TGFBR1 confers an increased risk of
colorectal cancer. Science. 2008;321(5894):1361–5.

Dodagatta-Marri et al. Journal for ImmunoTherapy of Cancer            (2019) 7:62 Page 15 of 15


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Results
	α-PD-1 monotherapy elevates immunosuppressive Tregs in chemically induced squamous carcinomas
	α-TGFβ monotherapy initiates durable CR of SCCs and synergizes with α-PD-1 therapy
	α-TGFβ drives long-term tumor immunity against KrasG13R driven SCCs
	Synergy between α-TGFβ and α-PD-1 is mediated in part through effects on Tregs
	α-PD-1 therapy enhances intra-tumoral TGFβ/pSmad3 signaling within CCK168 tumor cells
	TGFβ induces EMT and reduces expression of tumor cell antigen presentation genes in CCK168 cells
	Heterogeneous responses of CCK168-derived tumors to α-TGFβ and α-PD-1 therapies.
	CD4+ T cell content distinguishes responding from non-responding SCC tumor lines

	Discussion
	Conclusions
	Additional files
	Acknowledgments
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

