Supplementary Materials and Methods 

List of monoclonal antibodies used for flow cytometry: 
[image: ]













Supplementary Table 1  

Main clinical characteristics of NSCLC patients
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Supplementary Table 2  

Circulating anti-TERT Th1 responses according to patients’ main clinical characteristics.
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Supplementary Table 3  

Level of circulating exhausted PD-1+TIM-3+T cells in NSCLC patients
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P, Mann & Whitney test (Localized versus Metastatic)

















Supplementary Fig.1  
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Supplementary Figure 1: T cells responses against TERT and virus in age-matched healthy donors and NSCLC patients. a, Frequency of anti-TERT and anti-viral T cell responses in 22 age-matched healthy donors. b, Frequency of anti-TERT and anti-viral T cell responses in 170 NSCLC patients. 














Supplementary Fig.2  
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[bookmark: _GoBack]Supplementary Figure 2: Association between the levels of circulating exhausted PD1+ and/or TIM-3+ CD4+ T-cell subsets and overall survival. Two groups were determined based on the median rate of PD-1+ or TIM-3+ CD4+ T cell subset (see Supplementary Table 3). a and b, Kaplan–Meier curves according to the median rate of PD-1+TIM-3+ CD4 T cells: in localized stages (n = 35) (a), and in metastatic stage (n = 18) (b) (log-rank tests). c and d, Kaplan–Meier curves according to the level of PD-1+ CD4+ T-cell (c) or TIM-3+ CD4+ T-cell (d) (log-rank tests).
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Antibody / Reagent Clone Provider / Source

CD3 APC Alexa 750 WM53 BD Biosciences

CD4 BV421 RPA-T4 BD Biosciences

CD8 PerCP Cy5.5 SK1 Biolegend

TIM3 APC F38.2E2 Biolegend

PD1 PE MIH4 BD Biosciences

CD127 PerCP Cy5.5 eBioRDR5 eBioscience

CD25 BV421 MOPC-21 Biolegend

FoxP3 APC Alexa 647 259D Biolegend

CTLA-4 PE AD5-14H12 Miltenyi Biotec

IFN-γ APC B27 BD Biosciences

Fixable Viability Dye eFluor506 - eBioscience

CCR7 Pacific Blue G043H7 Biolegend

CD45RA APC Cy7 HI100 Biolegend

ICOS FITC C398.4A Biolgend

CXCR3 Alexa Fluor 488 G025H7 Biolegend

CCR6 PerCP Cy5.5 G034E3

DuraClone IF T activation - Beckman Coulter

DuraClone IF T Helper cell - Beckman Coulter

Ki-67 PerCP Cy5.5 REA183 Miltenyi Biotec
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Characteristics No. of pts

64.5

(57.5 - 70.5)

Gender

     Male 111/170 (65%)

     Female 59/170 (35%)

Smoking status

Current or former smoker  149/170 (87%)

Never smoker 22/170 (13%)

Performance status OMS

0-1 135/168 (80%)

     ≥ 2 33/168 (20%)

Histologic subtype

Adenocarcinoma  87/141 (62%)

Squamous cell carcinoma 37/141 (26%)

Other 17/141 (12%)

KRAS  mutation

    Yes 19/74 (26%)

    No 55/74 (74%)

EGFR mutation

    Yes 11/79 (14%)

    No 68/79 (86%)

Stage

     I-II 38/170 (22%)

     III 49/170 (29%)

     IV 83/170 (49%)

Patients with NSCLC

Age mean, years 
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P , Chi Square tests. 

NEGATIVE  POSITIVE  Low High

(N =111) (N  =59) (N =28) (N  =31)

64.7 63.3 60.6 63.8

(57.9- 70.6) (55.1- 70.5)

Patient male sex  73 (66%) 38 (64%) 0.867 20 (71%) 18 (58%) 0.65

Smoking status 

Current or former smoker  97 (87%) 51 (86%) 27 (96%) 24 (77%)

Never smoker 14 (13%) 8 (14%) 0.861 1 (0,03%) 7 (22%) 0.08

Performance status OMS

0-1 87 (79 %) 48 (83%) 20 (71%) 27 (87%)

      ≥2 23 (21%) 10 (17%) 0.460 6 (21%) 4 (13%) 0.314

Histologic subtype

Adenocarcinoma  64 (65%) 23 (55%) 12 (43%) 11 (35%)

Squamous cell carcinoma 25 (25%) 12 (29%) 5 (18%) 7 (22%)

other 10 (10%) 7 (16%) 0.439 5 (18%) 2 (0,06%) 0.555

Mutation

     KRAS N  =53 N  =21 N  =7 N  =8

13 (25%) 6 (29%) 0.772 3 (43%) 3 (37%) 0.833

     EGFR  N =55 N  =24 N =11 N  =10

8 (15%) 3 (13%) 1.000 0 3 (30%) 0.189

Anti-TERT CD4 Th1 immune response

      P

0.221

Clinical characteristics       P

Age — years  0.246
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Overall 

N mediane IQR N mediane IQR N mediane IQR

% CD4+PD-1+  145 6.3 3.3-10.2 77 5.1 1.0-23.2 68 6.9 0.7-27.2 0.0192

 % CD4+TIM-3+ 145 6.1 3.6-9.7 77 5.2 2.4-8.9 68 7.3 4.8-10.5 0.0104

 % CD4+TIM-3+PD-1+ 145 0.9 0.5-1.5 77 0.7 0.3-1.2 68 1 0.6-1.6 0.0147

%  CD8+PD-1+ 145 6.4 3.8-11 77 6.2 3.1-11.9 68 6.45 4.1-10.35 0.6472

% CD8+TIM-3+ 144 8.6 5.15-12 76 8.4 4.8-12.15 68 8.65 6.3-12.15 0.3830

%  CD8+TIM-3+PD-1+ 145 1.1 0.6-1 77 1.2 0.5-2.2 68 0.95 0.6-1.75 0.6243

Localized Metastatic

p-value
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c d

PD-1+ CD4+  TIM-3+ CD4+
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Localized Metastatic
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