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Abstract
Tumors responding to immune checkpoint inhibitors (ICIs) have a higher level of immune infiltrates and/or an
Interferon (IFN) signature indicative of a T-cell-inflamed phenotype. Melanoma and lung cancer demonstrate high
response rates to ICIs and are commonly referred to as “hot tumors”. These are in sharp contrast to tumors with
low immune infiltrates called “cold tumors” or non-T-cell-inflamed cancers, such as those from the prostate and
pancreas. Classification of tumors based on their immune phenotype can partially explain clinical response to ICIs.
However, this model alone cannot fully explain the lack of response among many patients treated with ICIs.
Dichotomizing tumors based on their mutation profile into high tumor mutation burden (TMB) or low TMB, such as
many childhood malignancies, can also, to some extent, explain the clinical response to immunotherapy. This
model mainly focuses on a tumor’s genotype rather than its immune phenotype. High TMB tumors often have
higher levels of neoantigens that can be recognized by the immune system. In the current era of immunotherapy,
with the lack of definitive biomarkers, we need to evaluate tumors based on both their immune phenotype and
genomic mutation profile to determine which patients have a higher likelihood of responding to treatment with
ICIs.
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Main text
An “immunotherapy tsunami” has overtaken the field of
oncology in recent years. Perhaps the most impressive
effect of immunotherapy is the near-complete durable
responses observed in a substantial fraction of patients
with highly refractory and late-stage cancers treated with
immune checkpoint inhibitors (ICIs). As one example,
among advanced melanoma patients treated with ipilimumab (an anti-CTLA-4 antibody), some remain alive
ten years after treatment with this drug [1]. Other ICIs
targeting programmed cell death-1 (PD-1) and its ligand
(PD-L1) have changed oncology practice in multiple
Correspondence: saman.malekivareki@lhsc.on.ca
1
Department of Oncology, University of Western Ontario, London, ON,
Canada
2
Cancer Research Laboratory Program, Lawson Health Research Institute,
London, Ontario, Canada

disease sites and helped many patients. However, most
cancer patients, across a spectrum of anatomical sites,
do not respond to these drugs. For example, ovarian
cancer has a modest somatic mutation burden and is
somewhat infiltrated by T-cells; however, it displays a
low response rate to various ICIs [2–4]. In addition,
prostate and pancreatic cancers are both cold tumors
with low tumor mutation burden (TMB) and are consequently not responsive to ICIs – a situation that creates
a challenge for the successful application of immunotherapy in these cancers [4–6].
Currently, there are no definitive biomarkers to predict
patient response to ICIs, nevertheless, and with all its
limitations, PD-L1 expression on malignant and immune
cells was identified early on as a biomarker of response
to anti-PD-1/PD-L1 therapy [7–9]. Recently, TMB has
been proposed as a biomarker of response to ICIs [10].
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This is because a common feature among cancers with a
higher probability of response to these drugs is the
higher prevalence of somatic mutations in their genomes. For example, melanoma and non-small cell lung
cancer (NSCLC) – both genomically unstable tumor
types – are among those malignancies with higher overall responses to anti-PD-1 therapy. These cancers share
a common feature of being UV- or carcinogen-induced
with a high TMB in their genomes [11]. Most tumors
can be categorized as either high TMB and more likely
to respond to ICIs or low TMB with a low probability of
response to ICIs. This classification of cancers is mainly
based on their genotype and is rationally explainable, as
high TMB tumors often have more neoantigens that
could be recognized by processes involved in antitumor
immunity, making such cancers more likely to respond
to anti-PD-1/PD-L1 therapy. It is worth noting that
anti-PD-1/PD-L1 antibodies commonly re-invigorate
tumor-reactive T-cells, but do not induce their formation. High objective response rates (ORR) to ICIs in cancers with microsatellite instability or mismatch repair
(MMR) deficiency is a prime example of high TMB
tumors responding to immunotherapy with ICIs. MMR
deficiency induces frameshift mutations in tumors that
can increase the likelihood of neoantigen formation in
tumors [12]. Due to the accumulation of neoantigens
and presence of more tumor-reactive T-cells in the
tumor microenvironment, MMR-deficient tumors are
most likely to be associated with high ORR to ICIs. This
is the basis for the first U.S. Food and Drug Administration (FDA) tissue-agnostic approval of pembrolizumab
(an anti-PD-1 antibody) for the treatment of adult and
pediatric cancers with unresectable or metastatic microsatellite instability-high or MMR-deficient solid tumors.
Defining tumors as high TMB and low TMB – based
on the prevalence of somatic mutations in their genome
– can be used, to some extent, to differentiate between
cancers with higher and lower probability of response to
ICIs. However, this model does not provide a universal
definition of which patient will respond to these drugs
and which will not. For instance, the majority of melanoma or NSCLC patients do not respond to these drugs
despite having high TMB. Moreover, some patients with
renal cell carcinoma (RCC), which is a cancer with low
TMB, respond to ICIs, hence the FDA approval of nivolumab (an anti-PD-1 antibody) for the treatment of
patients with metastatic RCC. Although a high prevalence of insertions and deletions (indels) can result in
the formation of some neoantigens, RCC still has a significantly lower burden of somatic mutations than
melanoma and NSCLC (true high TMB tumors) [13].
Another example of this phenomenon is the high ORR
among Merkel Cell Carcinoma (MCC) patients with
Merkel cell polyomavirus (MCPyV) positive tumors in
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response to treatment with avelumab (an anti-PD-L1
antibody) despite the relatively low mutation burden in
this tumor type [14]. Interestingly 20% of MCC tumors
are negative for MCPyV and are caused by chronic UV
exposure hence have high TMB in their genome. However, the MCPyV positive-MCC tumors with low TMB
have equivalent or higher response rates to ICIs than the
MCPyV-negative MCC tumors [15]. HPV+ head and
neck squamous cell carcinomas (HNSCC) have mutation
loads comparable to those in HPV− HNSCC, but patients with HPV+ HNSCC have better outcomes and
slightly better responses to ICIs. Interestingly, both
MCC and HPV+ HNSCC are virally-induced cancers
with higher T-cell infiltration in response to the viral
antigen – an observation that may explain their improved ORR to ICIs and better patient outcome. Viral
antigens, similar to most neoantigens, are foreign to the
immune system providing additional targets for T-cells;
however, these antigens do not contribute to a tumor’s
high TMB status [16].
Indeed, the T-cell-inflamed or “hot” tumor phenotype
has been proposed as a predictive model of response to
ICIs [17]. In this model, cancers are differentiated by
expression of T-cell markers and interferon (IFN) signature, regardless of their mutational status. As such, this
model mainly characterizes a tumor’s immune phenotype rather than its mutation burden (genotype). This
strategy of tumor stratification can explain why some
patients with tumors expressing immunosuppressive
molecules such as PD-L1 and/or indoleamine 2,3-dioxygenase (IDO) are more likely to respond to ICIs compared to tumors lacking these molecules. This is mainly
because the expression of these immunoregulatory molecules is secondary to the presence of antitumor T-cells
and immune effector cytokines such as IFN-γ [17].
Therefore, other than an oncogene-mediated expression
of PD-L1 or IDO, the presence of such immunosuppressive molecules points to the presence of a suppressed
pre-existing antitumor immunity that could be re-invigorated by anti PD-1/PD-L1 immunotherapy.
We recently discovered that HPV+ HNSCC patients
with a distinct signature of T-cell exhaustion markers,
indicative of a T-cell-inflamed or hot tumor phenotype,
have much higher survival rate than HPV+ HNSCC
patients that lack such T-cell-inflamed phenotype [18].
This observation could suggest a mechanistic explanation as to why patients with the same type of cancer do
not respond similarly to the same treatment. Moreover,
a melanoma tumor with β-catenin activation is a high
TMB tumor with a T-cell-excluded phenotype that is
not likely to respond to ICIs because of active T-cell
exclusion from the tumor parenchyma and retention of
these cells at the stroma of the tumor, which effectively
transforms a high TMB tumor into an immunologically
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cold tumor [19, 20]. As opposed to immune-excluded
phenotype, the immune –desert phenotype is often characterized by the lack of T-cell presence in the tumor
parenchyma or stroma [20]. This phenotype is also
non-responsive to ICIs and is classified as a non-T-cell-inflamed subtype [20].
It is crucial to understand that although a tumor’s
genotype can shape its microenvironment, higher mutation rates are not necessarily equal to higher immune
infiltration into the tumor [21]. Thus, a high TMB tumor
doesn’t always have an immunologically hot (T-cell-inflamed) phenotype. Non-T-cell-inflamed (immunologically cold) microsatellite stable (MSS) colorectal cancers
with relatively high TMB are also non-responsive to
ICIs. This could be partially explained by the recent
report that TGFβ plays a crucial role in excluding
T-cells from the tumor microenvironment [22]. Taken
together, the high/low TMB and immunologically hot/
cold models can, in combination, help explain some
current clinical observations of immunotherapy response
(Fig. 1). Unfortunately, the differences between these
models are often overlooked. However, effective use of immunotherapy in the era of precision medicine requires
understanding of both the genotype of the tumor and its
immune phenotype. Nevertheless, high TMB and immune
signature of tumors can be used as independent biomarkers for patient selection for treatment with ICIs in at
least some tumor types. They can also guide us in designing scientific and clinical combination studies that may
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succeed in transforming ICI non-responsive cancers into
those responsive to ICIs. For example, a cancer such as
metastatic melanoma, which has high TMB, but is
non-T-cell-inflamed (genomically high levels of mutations
but phenotypically an immunologically cold tumor), can
be rendered responsive to ICIs by treatment with a combination of oncolytic virus therapy and anti-PD-1 therapy
[23]. Viral infection can induce a T-cell-inflamed phenotype in injected tumors that can be re-invigorated and sustained with anti-PD-1 therapy. Importantly, the high TMB
nature of melanoma and the presence of neoantigens in
distant metastatic lesions allows the now-boosted antitumor immunity to target and destroy those lesions. The
same strategy may not be as effective in tumors with low
levels of somatic mutations, where fewer neoantigens exist
(in prostate and pancreatic cancers, for example). However, strategies to transform tumors with low TMB into
high TMB tumors by inducing MMR-deficiency have been
proposed [12]. These strategies, in combination with
methods that can induce T-cell-inflamed phenotypes such
as combination treatment with oncolytic viral therapy,
have the potential to render a large group of cancers
responsive to ICIs.
The two models of TMB and immune signature
(T-cell-inflamed versus non-T-cell-inflamed) should be
kept in mind during the design of preclinical (discovery)
and early clinical studies of immunotherapeutic combinations. Given the enthusiasm for precision medicine in
oncology, we can assume that the probability of success

Fig. 1 Schematic diagram of high TMB and low TMB tumors versus hot and cold tumor types and their likelihood of response to ICIs. Tumors
with higher somatic mutation prevalence such as melanoma and NSCLC are among high TMB tumors (highly mutated). However, some high
TMB tumors can be either hot (T-cell-inflamed) or cold (non-T-cell-inflamed) based on their T-cell and IFN signature (immune phenotype). MMRdeficient CCR cancers are both high TMB and immunologically hot, while MSS CCRs have relatively high mutation rate, but non-T-cell-inflamed.
HPV+ HNSCC are similar to HPV− HNSCC in their mutation burden, but are more T-cell-inflamed. MCC, ovarian cancer, and RCC have modest
mutation rates with a relatively T-cell-inflamed phenotype. Neuroblastoma, prostate, and pancreatic cancers are both immunologically cold and
have relatively low mutation burden
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of immunotherapy in cancer patients can be increased
by testing patient’s tumors for their mutation and
immune profiles, which would allow for the optimal
design of a personalized treatment regime. For example,
a NSCLC patient with a high TMB but immunologically
cold (non-T-cell-inflamed) cancer could likely benefit
from anti-PD-1 immunotherapy in combination with
another agent or treatment modality, such as radiation
or chemotherapy, which can help transform the tumor
microenvironment to T-cell-inflamed (immunologically
hot) rendering it responsive to treatment with an
anti-PD-1 drug [24, 25]. Although finding predictive biomarkers for immunotherapy is an area of active investigation, these two models and their distinctions need to
be kept in mind, not only for discovery research but also
for treatment strategies that involve a combination of
anti-PD-1/PD-L1 drugs and other immunotherapeutics
and non-immunotherapeutics agents. The recent failure
of the phase III combination of pembrolizumab and epacadostat (an IDO inhibitor) in melanoma patients demonstrates the urgent need for the development of better
biomarkers and patient selection for these combination
studies [26]. Ultimately, we should use the information
on patient’s tumor genotype (mutation burden) and its
immune profile to decide which combination of currently approved drugs or agents in development is best
for the patient. This strategy along with advances in precision medicine and the use of next generation sequencing in molecular profiling of cancer will lead us to the
era of personalized cancer immunotherapy, in which
tapping into the power of the immune system will be
coupled with the rest of our arsenal against cancer to
ensure durable remissions are achieved in hard-to-treat
cancers.
Acknowledgments
Author wishes to thank Drs. James Koropatnick and Joe Mymryk from the
Department of Oncology at the University of Western Ontario and Dr.
Howard (Jack) West from The Swedish Cancer Institute for useful discussions.
Funding
SMV’s work is supported from a grant provided by the Canadian Institutes of
Health Research (MOP#389137).
Availability of data and materials
N/A
Authors’ contribution
Conception and design, or acquisition of data, or analysis and interpretation
of data (SMV). Drafting the manuscript (SMV). Final approval (SMV). All
authors read and approved the final manuscript.
Ethics approval and consent to participate
N/A
Consent for publication
N/A

Page 4 of 5

Competing interests
SMV is a co-inventor on a U.S. provisional patent application No. 62/588,639:
Induction of mismatch repair deficiency in cancer cells and application
thereof.
accountable for all aspects of the work (SMV).

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published
maps and institutional affiliations.
Received: 10 July 2018 Accepted: 9 December 2018

References
1. Schadendorf D, Hodi FS, Robert C, Weber JS, Margolin K, Hamid O, et al.
Pooled analysis of Long-term survival data from phase II and phase III trials
of Ipilimumab in Unresectable or metastatic melanoma. J Clin Oncol. 2015;
33(17):1889–94.
2. Cai DL, Jin LP. Immune cell population in ovarian tumor microenvironment.
J Cancer. 2017;8(15):2915–23.
3. Heong V, Ngoi N, Tan DS. Update on immune checkpoint inhibitors in
gynecological cancers. J Gynecol Oncol. 2017;28(2):e20.
4. 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.
5. Strasner A, Karin M. Immune infiltration and prostate Cancer. Front Oncol.
2015;5:128.
6. Martinez-Bosch N, Vinaixa J, Navarro P. Immune Evasion in Pancreatic
Cancer: From Mechanisms to Therapy. Cancers (Basel). 2018;10(1):6.
7. Maleki Vareki S, Garrigos C, Duran I. Biomarkers of response to PD-1/PD-L1
inhibition. Crit Rev Oncol Hematol. 2017;116:116–24.
8. Tang F, Zheng P. Tumor cells versus host immune cells: whose PD-L1
contributes to PD-1/PD-L1 blockade mediated cancer immunotherapy? Cell
Biosci. 2018;8:34.
9. Kim HR, Ha SJ, Hong MH, Heo SJ, Koh YW, Choi EC, et al. PD-L1 expression
on immune cells, but not on tumor cells, is a favorable prognostic factor for
head and neck cancer patients. Sci Rep. 2016;6:36956.
10. Goodman AM, Kato S, Bazhenova L, Patel SP, Frampton GM, Miller V, et al.
Tumor mutational burden as an independent predictor of response to
immunotherapy in diverse cancers. Mol Cancer Ther. 2017;16(11):2598–608.
11. Sadelain M, Riviere I, Riddell S. Therapeutic T cell engineering. Nature. 2017;
545(7655):423–31.
12. Germano G, Lamba S, Rospo G, Barault L, Magri A, Maione F, et al.
Inactivation of DNA repair triggers neoantigen generation and impairs
tumour growth. Nature. 2017;552(7683):116–20.
13. Turajlic S, Litchfield K, Xu H, Rosenthal R, McGranahan N, Reading JL, et al.
Insertion-and-deletion-derived tumour-specific neoantigens and the
immunogenic phenotype: a pan-cancer analysis. Lancet Oncol. 2017;18(8):
1009–21.
14. Kaufman HL, Russell JS, Hamid O, Bhatia S, Terheyden P, D'Angelo SP, et al.
Updated efficacy of avelumab in patients with previously treated metastatic
Merkel cell carcinoma after >/=1 year of follow-up: JAVELIN Merkel 200, a
phase 2 clinical trial. J Immunother Cancer. 2018;6(1):7.
15. Yarchoan M, Johnson BA 3rd, Lutz ER, Laheru DA, Jaffee EM. Targeting
neoantigens to augment antitumour immunity. Nat Rev Cancer. 2017;
17(4):209–22.
16. Tashiro H, Brenner MK. Immunotherapy against cancer-related viruses. Cell
Res. 2017;27(1):59–73.
17. Gajewski TF, Corrales L, Williams J, Horton B, Sivan A, Spranger S.
Cancer immunotherapy targets based on understanding the T cellinflamed versus non-T cell-inflamed tumor microenvironment. Adv Exp
Med Biol. 2017;1036:19–31.
18. Gameiro SF, Ghasemi F, Barrett JW, Koropatnick J, Nichols AC, Mymryk JS, et
al. Treatment-naïve HPV+ head and neck cancers display a T-cell-inflamed
phenotype distinct from their HPV- counterparts that has implications for
immunotherapy. OncoImmunology. 2018;7(10):e1498439.
19. Spranger S, Bao R, Gajewski TF. Melanoma-intrinsic beta-catenin signalling
prevents anti-tumour immunity. Nature. 2015;523(7559):231–5.
20. Chen DS, Mellman I. Elements of cancer immunity and the cancer-immune
set point. Nature. 2017;541(7637):321–30.

Maleki Vareki Journal for ImmunoTherapy of Cancer

(2018) 6:157

21. McGranahan N, Furness AJ, Rosenthal R, Ramskov S, Lyngaa R, Saini SK, et al.
Clonal neoantigens elicit T cell immunoreactivity and sensitivity to immune
checkpoint blockade. Science. 2016;351(6280):1463–9.
22. 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.
23. Ribas A, Dummer R, Puzanov I, VanderWalde A, Andtbacka RHI, Michielin O,
et al. Oncolytic Virotherapy promotes Intratumoral T cell infiltration and
improves anti-PD-1 immunotherapy. Cell. 2017;170(6):1109–19 e10.
24. Parra ER, Villalobos P, Behrens C, Jiang M, Pataer A, Swisher SG, et al. Effect
of neoadjuvant chemotherapy on the immune microenvironment in nonsmall cell lung carcinomas as determined by multiplex immunofluorescence
and image analysis approaches. J Immunother Cancer. 2018;6(1):48.
25. Pelekanou V, Carvajal-Hausdorf DE, Altan M, Wasserman B, Carvajal-Hausdorf
C, Wimberly H, et al. Effect of neoadjuvant chemotherapy on tumorinfiltrating lymphocytes and PD-L1 expression in breast cancer and its
clinical significance. Breast Cancer Res. 2017;19(1):91.
26. Long GV, Dummer R, Hamid O, Gajewski T, Caglevic C, Dalle S, et al.
Epacadostat (E) plus pembrolizumab (P) versus pembrolizumab alone in
patients (pts) with unresectable or metastatic melanoma: results of the
phase 3 ECHO-301/KEYNOTE-252 study. J Clin Oncol. 2018. https://doi.org/
10.1200/JCO.2018.36.15_suppl.108.

Page 5 of 5

