
promoting the formation of an immunosuppressive microenvironment favorable for
their survival in bloodstream and distant colonization.We proved that MAX, activated
through the p38 pathway, was the key transcriptional factor regulating CCL5 overex-
pression, which was validated by ChIP, luciferase reporter gene and in vitro/vivo
knockdown assays. And we further determined that Tregs-derived TGF-b1 can
heighten MAX expression, thus amplifying the CCL5 expression.

Conclusions: Collectively, our results reveal a previously unappreciated spatial hetero-
geneity of CTCs and a CTC immune-escape mechanism, which may aid in designing
new anti-metastasis therapeutic strategies in HCC.

Legal entity responsible for the study: Jia Fan.

Funding: The State Key Program of National Natural Science of China.
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4P Prospective study of circulating tumor cells in long survivors of
immunotherapy

M.A. Brenes Fern�andez, A. Garcia Grande, F. Franco, M.J. Coronado, V. Calvo,
L. Gutierrez Sanz, J.C. Sanchez, M. Torrente Regidor, B. N�u~nez, R. G�omez Bravo,
M. Provencio Pulla

Oncology, Hospital Universitario Puerta de Hierro-Majadahonda, Madrid, Spain

Background: Up to date, there isn’t current method or parameter that allows identify-
ing long survivors in treatment with immunotherapy (IT) in a simple and accessible
way. We made a prospective study of the usefulness of quantifying circulating tumor
cells (CTCs) and CTCs/PDL1þ in patients treated with immunotherapy.

Methods: Patients, diagnosed with non-small cell lung cancer and in second-line treat-
ment with IT were analyzed prospectively. CTCs from peripheral blood samples were
isolated by double density gradient and immunomagnetic separation with AutoMACS
equipment (M.Biotec). Quantification of CTCs was performed by Cytometry and
Confocal Microscopy. The combination of both methodologies allows greater sensitiv-
ity and specificity. Samples were acquired in a MACSQuant cytometer (M.Biotec) and
TCS SP5 Confocal Microscope (Leica).Data analysis was performed using
MACSQuantify and LASF Lite. Determination of CTCs was made at the beginning of
the treatment and every 3 months and up to 12 months during IT, together with radio-
logical evaluation in each extraction. We selected those patients who had no progres-
sion of the disease for at least 12 months.

Results: Determination of CTCs alone did not allow us to obtain any pattern of recur-
rence or response. However, we were able to identify 7 patients in the group of long sur-
vivors (> 12 months of treatment with IT) using the marker PDL1. The study of their
CTCs showed that none of them had circulating CTCsþ/PD-L1þ. Two of these
patients were PDL1þ in tissue sample but negative CTC/PDL1 in blood. We also
observed the presence of non-tumor WBC (white blood cells)/PDL1þ, but their mean-
ing is not clear in patients with relapse. To emphasize, another patient PDL1þ in tis-
sue, CTC/PDL1þ in serum and low number of WBC, showed positive imaging (PET)
of the progression of the disease and its CTC number increased in later determinations.

Conclusions: The absence of circulating CTCs/PDL1þ can predict a sustained
response to long-term IT. Isolated CTCs without quantifying their associated expres-
sion of PDL1 are not associated with a particular pattern nor appear to be useful in
identifying long survivors. WBCs that express PDL1 were associated with the appear-
ance of relapse. Larger studies are needed to validate our results.

Legal entity responsible for the study: Hospital Universitario Puerta de Hierro
Majadahonda.
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5P Baseline CRP predicts severe immune related adverse events

R. Verheijden, K. Suijkerbuijk

Cancer Center, University Medical Center Utrecht, Utrecht, Netherlands

Background: The PD-1 inhibitors nivolumab and pembrolizumab are currently widely
used as treatment of advanced melanoma. While being tolerated very well by some
patients, they cause severe and even fatal immune related adverse events (irAEs) in
others. Factors associated with increased risk of toxicity have barely been identified.
With the perspective of long-term survival in stage IV disease, and increasing numbers
of patients receiving adjuvant immunotherapy in stage III melanoma, being able to pre-
dict severe (�grade 3) toxicity becomes more and more important. In this study, we
aimed to assess factors associated with severe irAEs in clinical data and routine periph-
eral blood tests.

Methods: Patients with advanced (stage III-IV) melanoma, treated with nivolumab or
pembrolizumab with at least 3 months follow-up were included. Demographical
parameters together with lactate dehydrogenases (LDH), C-reactive protein (CRP),
leukocytes, eosinophils, neutrophils and lymphocytes at baseline and at last measure-
ment before toxicity were retrieved retrospectively. IrAEs were graded according to
CTCAE 4.03. Non parametric tests were used to assess the difference between groups.

Results: 60 patients treated with anti-PD1 monotherapy were included, of whom 7
developed�grade 3 irAEs. Median CRP at baseline was significantly higher in patients

that experienced severe irAEs (25mg/L) compared to patients who did not (3 mg/L;
p¼ 0,038). Furthermore, in patients with severe irAEs, median eosinophil level at last
measurement before toxicity (0,27x109/L) was significantly increased compared to
baseline (0,15x109/L; p¼ 0,047).

Conclusions: Our data indicate that baseline CRP is a potential predictor of severe
anti-PD1 induced toxicity. If confirmed in a larger study, CRP could play a role in clini-
cal decision making at the start of treatment. Furthermore, our observation that
increase of eosinophils precedes�grade 3 toxicity underpins its possible role in the
pathogenesis of irAEs and could help identify and treat irAEs at an early stage.

Legal entity responsible for the study: University Medical Center Utrecht.

Funding: Has not received any funding.
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6P Predictive score using clinical and blood biomarkers in advanced non-
small cell lung cancer (aNSCLC) patients treated with immunotherapy

A. Prelaj1, S.E. Rebuzzi2, P. Pizzutilo3, M. Montrone3, F. Pesola3, V. Longo3, V. Lapadula3,
F. Cassano3, P. Petrillo3, D. Bafunno3, N. Varesano3, V. Lamorgese3, A. Mastrandrea3,
D. Ricci3, A. Catino3, G. Domenico3

1Medical Oncology, Fondazione IRCCS Istituto Nazionale Tumori, Milan, Italy, 2Medical
Oncology, Ospedale Policlinico San Martino of Genova, Genoa, Italy, 3Medical Thoracic
Oncology Unit, Clinical Cancer Center "Giovanni Paolo II", Bari, Italy

Background: Despite the overall survival (OS) benefit, only 18-20% of aNSCLC
patients respond to immune-checkpoint inhibitors (ICI) as second-line therapy with a
median progression-free survival (mPFS) of 2-4 months. The identification of predic-
tive and prognostic biomarkers to select patients most likely to respond to ICI is greatly
needed in guiding clinical practice.

Methods: We conducted a retrospective monocentric analysis of 154 aNSCLC patients
receiving single-agent Nivolumab or Pembrolizumab as second-line (68%) and>3rd

line (32%). We collected complete blood cell count at baseline and evaluated LDH,
absolute neutrophil count (ANC), lymphocyte count (ALC), monocyte count (AMC)
and eosinophil count (AEC) and their ratio such as neutrophil-lymphocyte ratio
(NLR), derived-NLR (dNLR) and lymphocyte-monocyte ratio (LMR). Univariate and
multivariate analyses were performed to identified indipendent predictors factors for
immunotherapy (using Kaplan–Meier and Cox Progression analyses).

Results: The multivariate analysis on clinical factors showed the negative predictive
role of ECOG PS 2 and liver metastasisand the positive predicitive role of smoking sta-
tus. The multivariate analysis for PFS showed the negative predictive role of higher
ANC (>6000/mL) and LDH (>400 mg/dl) and positive predictive role of higher ALC
(>2200/mL). Also, according to stepwise regression analyses, NLR>4 playsa negative
predictive and prognostic role at baseline. Finally, five predictive clinical and blood bio-
markers at baseline (smoking status, ECOG PS, liver metastases, LDH and NLR), were
used to create a predictive score for immunotherapy. Three predictive groups were
defined as high, intermediate and low with a mPFS of 10.2 vs 4.9 vs 1.7 months respec-
tively (HR 4.18 95% IC 2.64–6.62, p< 0.001).

Table: 6P

Predictive Factor Assessment Point

ECOG PS 0-1 2 0 1

Smoking (pack-years) > 43 < 43 0 1

Liver metastases No Yes 0 1

LDH (mg/dl) < 400 > 400 0 1

NLR < 4 > 4 0 1

Predictive groups

(Points): 1 ¼ 0

2 ¼ 1-2

3 ¼ 3-5

PFS (months):

10.2 4.9 1.7

HR 4.18 95%

IC (2.64 – 6.62)

p< 0.001

Conclusions: In advanced NSCLC patients treated with second-line immunotherapy,
the identification of five and predictive clinical and blood biomarkers at baseline, com-
bined in a predictive score, may help identify patients most likely to benefit from
immunotherapy.

Legal entity responsible for the study: Clinical Cancer Center Giovanni Paolo II, Bari,
Italy.
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Disclosure: G. Domenico: Advisory board: Bristol-Myers Squibb. All other authors
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