SUPPLEMENTARY MATERIAL
METHODS
Pathological processing
Tissue samples were fixed in formalin and embedded in paraffin. EBUS-TBNA samples were spun in a centrifuge at 2000 rpm for 10 minutes. The obtained sediment was decanted, fixed in formalin and included in paraffin. If needed, agarose gel was added to form a cell block. An hematoxylin and eosin (H&E)-stained section was performed to evaluate the adequacy of the samples.



TABLES

Table S1. Characteristics of the samples according to adequacy. Data are presented as the medians [IQR] or means (SD) for quantitative variables and n (%) for qualitative variables. Definition of abbreviations: EBUS-TBNA: Endobronchial ultrasound transbronchial needle-aspiration; N1: hilar or pulmonary ipsilateral nodes; N2: mediastinal ipsilateral or subcarinal nodes; N3: mediastinal, hilar, or pulmonary contralateral nodes, supraclavicular nodes; IQR: interquartile range; PD-L1: programmed death ligand 1; SD: standard deviation; TNM: tumor node metastases system.

	 
	All
	Non-adequate
	Adequate
	P value
	N

	 
	N=53
	N= 22 
	N=31
	 
	 

	EBUS-TBNA variables
	 
	 
	 
	 
	 

	Cell-block sample site
	 
	23
	 
	0.382
	53

	Primary tumor
	6 (11.3)
	1 (4.55)
	5 (16.1)
	 
	 

	Malignant lymph node
	47 (88.7)
	21 (95.5)
	26 (83.9)
	 
	 

	Node station
	 
	 
	 
	0.018
	47

	Lower Paratracheal (right) (4R)
	19 (40.4)
	6 (28.6)
	13 (50.0)
	 
	 

	Subcarinal
	19 (40.4)
	13 (61.9)
	6 (23.1)
	 
	 

	Lower Paratracheal (left) (4L)
	3 (6.38)
	1 (4.76)
	2 (7.69)
	 
	 

	Upper Paratracheal (right) (2R)
	1 (2.13)
	0 (0)
	1 (3.85)
	 
	 

	Hilar (right) (10R)
	1 (2.13)
	1 (4.76)
	0 (0)
	 
	 

	Interlobar (right) (11R)
	4 (8.51)
	0 (0)
	4 (15.4)
	 
	 

	Node component staging
	 
	 
	 
	0.047
	47

	N1
	5 (10.6)
	1 (4.76)
	4 (15.4)
	 
	 

	N2
	34 (72.3)
	19 (90.5)
	15 (57.7)
	 
	 

	N3
	8 (17.0)
	1 (4.76)
	7 (26.9)
	 
	 

	Nodes ultrasonographic characteristics
	 
	 
	 
	 
	 

	Shorter diameter, mm
	14.0 [11.8; 19.4]
	13.9 [11.9; 18.2]
	14.2 [11.3; 20.0]
	0.697
	36

	Round shape
	27 (75)
	8 (53.3)
	19 (90.5)
	0.019
	36

	Distinct margins
	25 (80.6)
	10 (83.3)
	15 (78.9)
	1
	31

	Heterogeneous echogenicity
	12 (38.7)
	4 (36.4)
	8 (40.0)
	1
	31

	Necrosis sign
	4 (14.8)
	0 (0)
	4 (25.0)
	0.123
	27

	Non-hilar vascular pattern
	1 (3.70)
	1 (9.09)
	0 (0)
	0.407
	27

	Number of needle passes
	3.00 [3.00;3.00]
	3.00 [3.00;3.00]
	3.00 [3.00;3.00]
	0.252
	53

	Cell-block PD-L1 expression, categorized
	 
	 
	 
	< 0.01
	53

	No PD-L1 expression
	21 (39.6)
	7 (31.8)
	14 (45.2)
	 
	 

	PD-L1 low expression values (≥1%)
	8 (15.1)
	2 (9.09)
	6 (19.4)
	 
	 

	PD-L1 high expression values (≥50%)
	11 (20.8)
	0 (0)
	11 (35.5)
	 
	 

	Non-assessable cellularity
	13 (24.5)
	13 (59.1)
	0 (0)
	 
	 

	Cell-block sample size, mm 
	0.65 [0.30;0.92]
	0.70 [0.40; 1.00]
	0.60 [0.30; 0.90]
	0.763
	52

	Gold-standard biopsy variables  
	 
	 
	 
	 
	 

	Biopsy sample site
	 
	 
	 
	 
	 

	Bronchial or transbronchial biopsy
	40 (75.5)
	15 (68.2)
	25 (80.6)
	 
	 

	CT guided biopsy
	13 (24.5)
	7 (31.8)
	6 (19.4)
	 
	 

	Biopsy PD-L1 expression, categorized
	 
	 
	 
	0.102
	53

	No PD-L1 expression
	21 (39.6)
	12 (54.5)
	9 (29.0)
	 
	 

	PD-L1 low expression values (≥1%)
	13 (24.5)
	6 (27.3)
	7 (22.6)
	 
	 

	PD-L1 high expression values (≥50%)
	16 (30.2)
	3 (13.6)
	13 (41.9)
	 
	 

	Non-assessable cellularity 
	3 (5.66)
	1 (4.55)
	2 (6.45)
	 
	 

	Biopsy sample size, mm
	0.30 [0.20; 0.60]
	0.30 [0.20; 0.60]
	0.30 [0.20; 0.65]
	0.813
	51

	Neoplastic disease variables  
	 
	 
	 
	 
	 

	Primary tumor size, mm
	45.0 [38.0; 60.8]
	38.0 [33.0; 46.0]
	50.0 [43.0; 66.0]
	0.002
	50

	Primary tumor size, categorized
	 
	 
	 
	0.012
	50

	≤ 3 cm
	5 (10.0)
	5 (23.8)
	0 (0)
	 
	 

	> 3 cm- ≤ 5 cm
	26 (52.0)
	12 (57.1)
	14 (48.3)
	 
	 

	> 5 cm- ≤ 7 cm
	11 (22.0)
	2 (9.52)
	9 (31.0)
	 
	 

	> 7 cm
	8 (16.0)
	2 (9.52)
	6 (20.7)
	 
	 

	Primary tumor location
	 
	 
	 
	0.038
	52

	Right Upper Lobe
	17 (32.7)
	9 (40.9)
	8 (26.7)
	 
	 

	Left Upper Lobe
	12 (23.1)
	2 (9.09)
	10 (33.3)
	 
	 

	Middle Lobe
	4 (7.69)
	4 (18.2)
	0 (0)
	 
	 

	Right Lower Lobe
	12 (23.1)
	5 (22.7)
	7 (23.3)
	 
	 

	Left Lower Lobe
	7 (13.5)
	2 (9.09)
	5 (16.7)
	 
	 

	TNM stage, categorized
	 
	 
	 
	0.259
	52

	Localized stage (I+II)
	1 (1.92)
	0 (0)
	1 (3.33)
	 
	 

	Locally advanced stage (III)
	22 (42.3)
	7 (31.8)
	15 (50.0)
	 
	 

	Advanced stage (IV)
	29 (55.8)
	15 (68.2)
	14 (46.7)
	 
	 

	Targetable oncogenic mutations
	11 (27.5)
	7 (41.2)
	4 (17.4)
	0.153
	40






Table S2. Characteristics of multiple cell-block samples for the five patients in which multiple cell blocks were available. The table shows PD-L1 expression levels on cell-block and biopsy, categorized according to 1% and 50% cutoffs: No = no PD-L1 expression, Low = PD-L1 expression ≥1%, High = PD-L1 expression ≥50%; the cell-block sites of sampling and its correspondent staging according to the TNM system. Definition of abbreviations: N2: mediastinal ipsilateral or subcarinal nodes; N3: mediastinal, hilar or pulmonary contralateral nodes, supraclavicular nodes; PD-L1: programmed death ligand 1; TNM: tumor node metastases system.

	Patient
	PD-L1 expression in biopsy
	PD-L1 expression in cell-block
	Cell-block node station
	Node component staging
	TNM stage

	1
	No 
	Low 
	7
	N2
	IV

	 
	No 
	Low 
	4R
	N3
	IV

	2
	No 
	No 
	7
	N2
	IV

	 
	No 
	No 
	4R
	N3
	IV

	3
	Low 
	High 
	4L
	N2
	III

	 
	Low 
	No 
	4R
	N3
	III

	4
	No 
	No 
	4L
	N2
	III

	 
	No 
	No 
	4R
	N3
	III

	5
	High 
	High 
	2R
	N2
	III

	 
	High 
	Low 
	4R
	N2
	III

	 
	High 
	Low 
	7
	N2
	III



