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Figure S1 | Gene panel analysis for A549 and H1299 cell lines. Alterations in 135 genes were investigated via Oncomine comprehensive assay V3 panel and genomic alterations were found in A549 and H1299 cell lines with hot-spot mutation probes (A) and whole-genome covering probes (B). The red and yellow squares indicate the presence of the mutation in the A549 and H299 cell lines, respectively.

[image: ]Figure S2 | Evaluation of chemotherapeutics effect on NK-92 cell lines. Cytotoxicity evaluation, expressed as percentage of cell survival, for gemcitabine, pemetrexed and cisplatin treatment in NK-92 cell line at different concentrations, at 24 h, 48 h and 72 h after exposure. Data are reported as mean ± SD derived from two independent experiments. 
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Figure S3 | NK-92 cell degranulation. NK-92 cells were co-culture with A549 (A) and H1299 (B) cell lines after treatment with gemcitabine, pemetrexed and cisplatin. After 72 h NK-92 cells were stained with CD107a antibody to detect degranulation and analysed by flow cytometry. Panels show one representative experiment of at least three independent replicates. 
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Figure S4 | Evaluation of AZ effect on A549 and H1299 cell lines. A-B. Cytotoxicity evaluation, expressed as percentage of cell survival, for AZ treatment in A549 (A), H1299 (B) and NK-92 (C) cell lines at different concentrations, at 24 h, 48 h and 72 h after exposure. Data are reported as mean ± SD derived from three independent experiments. D-E-F. Representative image of 1D amplitude view of expression analysis of P2RX7 in A549 (D), H1299 (E) and NK-92 (F) naive cell lines. Data are obtained from ddPCR and are representative of one experiment.
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Figure S5 | Cytotoxic activity and granzyme B secretion in healthy donor NK co-cultured with pre-treated NSCLC cells. A. Comparison of cytotoxic effect in A549 cell line alone and in co-culture with NK cells obtained by healthy donor. The evaluation was performed 72 h after treatment with gemcitabine, pemetrexed and cisplatin. All the data are reported as mean derived from eight technical replicates. B. Granzyme B quantification in NK cells obtained from healthy donor co-cultured with A549 cell line (either pre-treated or not) through ELLA platform. Results are reported as mean ± SD of two replicates. C. Comparison of cytotoxic effect in H1299 cell line alone and in co-culture with NK cells obtained by healthy donor. The evaluation was performed 72 h after treatment with gemcitabine, pemetrexed and cisplatin. All the data are reported as mean derived from eight technical replicates. D. Granzyme B quantification in NK cells obtained from healthy donor co-cultured with A549 cell line (either pre-treated or not) through ELLA platform. Results are reported as mean ± SD of two replicates.
* p<0.05, *** p<0.001.  

[image: ]

20
Figure S6 | P2RX7 expression in healthy donor NK cells. P2RX7 expression in NK cells isolated by healthy donor. The result is expressed as copies/µl of three independent experiments
Table S1 | LUAD patients cohort composition. List of enrolled patients with clinical annotations and mutational status, as well as PD-L1 status.
	Patient ID
	Study ID
	Date Of Birth
	Age
	Sex
	Origin of sample
	Histology
	pTNM
	Stage
	Smoking status
	Prior therapies (dates)
	Tumor cellularity (%)
	
Key mutations (panel)
	PD-L1 status
	Notes

	LB18-0091 TLC
	TRANSCAN-2023-19
	1951
	67
	F
	Lung
	adc papillary
	pT3N0MX
	IIB
	non smoker
	no
	NA
	
no mut
	low
	cold

	LB18-0212 TLB
	TRANSCAN-2023-19
	1944
	74
	F
	Lung
	adc acinal
	pT1bN0MX
	IA-2
	former smoker
	no
	20
	
no mut
	low
	cold

	LB18-0767 TLC
	TRANSCAN-2023-19
	1954
	64
	M
	Lung
	adc papillary
	pT4N0M0
	IIIA
	former smoker
	no
	60
	
no mut
	low
	cold

	LB18-0954 TLB
	TRANSCAN-2023-19
	1956
	62
	M
	Lung
	adc acinal
	pT2aN0MX
	IB
	non smoker
	no
	80
	
no mut
	low
	cold

	LB19-1013 TLD
	TRANSCAN-2023-19
	1937
	82
	F
	Lung
	adc papillary
	pT2aN2MX
	IIIA
	non smoker
	no
	80
	
no mut
	low
	cold

	LB21-2127 TLA
	TRANSCAN-2023-19
	1948
	73
	M
	Lung
	adc papillary
	pT1bN0MX
	IA-2
	former smoker
	no
	80
	NRAS: c.181C>A; p.Gln61Lys
	low
	cold

	LB21-2202 TLB
	TRANSCAN-2023-19
	1949
	72
	F
	Lung
	adc papillary
	pT2aN0MX
	IB
	former smoker
	no
	40
	
no mut
	low
	cold

	LB22-0205 TLB
	TRANSCAN-2023-19
	1941
	81
	M
	Lung
	large cell neuroendocrine carcinoma
	pT2aNXM1
	IV
	smoker
	no
	80
	CTNNB1/3:c.110C>G; p.Ser37Cys
	low
	cold

	LB22-0368 TLB
	TRANSCAN-2023-19
	1949
	73
	M
	Lung
	adc micropapillary
	pT4N0MX
	IIIA
	smoker
	no
	10
	
no mut
	low
	cold

	LB22-0460 TLB
	TRANSCAN-2023-19
	1944
	78
	M
	Lung
	adc lepidic
	pT1bN0MX
	IA-2
	former smoker
	no
	90
	FGFR2 / 9, p.Ala379_Cys382del
	low
	cold

	LB23-0081 TLC
	TRANSCAN-2023-19
	1947
	76
	M
	Lung
	adc fœtal
	pT3N0MX
	IIB
	former smoker
	no
	NA
	
no mut
	low
	cold

	LB23-0447 TLC
	TRANSCAN-2023-19
	1958
	65
	M
	Lung
	adc solid
	pT3N0MX
	IIB
	smoker
	no
	NA
	
no mut
	low
	cold

	LB23-0486 TLA
	TRANSCAN-2023-19
	1947
	76
	F
	Lung
	non-keratinizing squamous cell carcinoma
	pT1cN0MX
	IA-3
	former smoker
	no
	80
	PI3K: c.1633G>C; p.Glu545Gln
	low
	cold

	LB23-0570 TLA
	TRANSCAN-2023-19
	1947
	76
	M
	Lung
	adc papillary
	pT2aN1MX
	IIB
	smoker
	no
	60
	
no mut
	low
	cold

	LH06-2290 1A
	TRANSCAN-2023-19
	1946
	60
	M
	Lung
	adénocarcinome
	pT1bN0M0
	IA-2
	former smoker
	no
	NA
	P53: c.1015G>T; p.Glu339* + CDKN2A : c.379G>T; p.Ala127Ser + SMARCB1 : c.463G>T; p.Arg155Cys
	na
	hot

	LH07-1015 2D1
	TRANSCAN-2023-19
	1937
	70
	M
	Lung
	adénocarcinome
	pT2aN0MX
	IB
	non smoker
	no
	NA
	
no mut
	na
	cold

	LH10-0286 B2
	TRANSCAN-2023-19
	1946
	64
	F
	Lung
	adc papillary
	pT2aN0MX
	IB
	former smoker
	no
	30
	P53: c.1009C> p.Arg337Cys +TP53: c.380C>; p.Ser127Ph
	low
	hot

	LH15-1031 5D2
	TRANSCAN-2023-19
	1948
	67
	M
	Lung
	adc acinal
	pTXNXMX
	NA
	former smoker
	no
	20
	P53: c.511G>T; p.E171*
	low
	hot

	LH15-2701 1D3
	TRANSCAN-2023-19
	1953
	62
	F
	Lung
	adc solid
	pT3N2cM0
	IIIB
	non smoker
	no
	NA
	P53: c.329G>Cp.R110P+SMO:c.1607T>C p.V536A
	na
	hot

	LH16-1631 3C3
	TRANSCAN-2023-19
	1957
	59
	M
	Lung
	adc solid
	pT3N1M0
	IIIA
	former smoker
	no
	30
	CTNNB1, c.110C>T; p.S37F
	low
	hot

	LH16-1754 6E1
	TRANSCAN-2023-19
	1943
	73
	F
	Lung
	adc acinal
	pT2aN0MX
	IB
	smoker
	no
	60
	P53: c.542G>C; p.R181P + ERBB4:302; c.955G>T
	low
	hot

	LH16-1946 1A5
	TRANSCAN-2023-19
	1947
	69
	M
	Lung
	adc acinal
	pT2aN1MX
	IIA
	smoker
	chemo (2 cycles)
	20
	P53: p.A159P c.799C>T + FGFR3 p.S806L c.2417C>T
	low
	hot

	LH16-2225 1A
	TRANSCAN-2023-19
	1954
	62
	M
	Lung
	adc enteric
	pT2aNXMX
	IB
	smoker
	no
	NA
	
no mut
	na
	cold

	LH16-3801 2A
	TRANSCAN-2023-19
	1948
	68
	M
	Lung
	adc acinal
	pT2aNXM1
	IV
	smoker
	no
	NA
	
P53: p.V197L ; c.589G>T
	high
	hot

	LH17-0255 2D5
	TRANSCAN-2023-19
	1962
	55
	F
	Lung
	adc acinal
	pT3N2MX
	IIIB
	smoker
	no
	70
	P53 : c.560-1G>T; p.?
	high
	hot

	LH17-2443 3E2
	TRANSCAN-2023-19
	1939
	78
	M
	Lung
	adc solid
	pT2bN0MX
	IIA
	former smoker
	no
	70
	P53 : p.K291* c.871A>T
	low
	hot

	LH18-1289 A1
	TRANSCAN-2023-19
	1947
	71
	M
	Lung
	adc acinal
	pT2aNXMX
	IB
	former smoker
	no
	20
	NRAS: c.201G>A; p.Met67Ile + P53:c.84>T; p.Arg282Trp + NRAS : exon 3; c.201G>A; p.Met67
	low
	hot

	LH18-3238 4A1
	TRANSCAN-2023-19
	1960
	58
	M
	Lung
	adc solid
	pT2bN0M0
	IIA
	smoker
	no
	NA
	STK11: c.532A>G p.Lys178G
	low
	cold

	LH20-0211 3A
	TRANSCAN-2023-19
	1952
	68
	M
	Lung
	adc solid
	pT2aN0MX
	IB
	former smoker
	radio (5 cycles)
	60
	P53 : c.783-2A>T ; p.?
	low
	hot

	LH21-0693 1A2
	TRANSCAN-2023-19
	1963
	58
	F
	Lung
	adc
	pT3N0M0
	IIB
	former smoker
	no
	NA
	no mut
	low
	cold

	LH21-2421 1A1
	TRANSCAN-2023-19
	1944
	77
	M
	Lung
	adc solid
	pT1cN0M0
	IA-3
	former smoker
	no
	NA
	no mut
	low
	cold

	LH21-2811 1A1
	TRANSCAN-2023-19
	1958
	63
	M
	Lung
	adc acinal
	pT1bN0MX
	IA-2
	former smoker
	no
	40
	P53: c.818G>A; p.Arg273His
	low
	hot

	LH22-0095 9A1
	TRANSCAN-2023-19
	1947
	75
	M
	Lung
	adc solid
	pT2aN2MX
	IIIA
	smoker
	no
	60
	P53: c.729G>T; p.Met243Ile; c.730G>T; p.Gly244Cys
	low
	hot

	LH22-0356 B
	TRANSCAN-2023-19
	1949
	73
	M
	Lung
	adc acinal
	pTXNXMX
	X
	former smoker
	no
	NA
	RAF: c.776C>A; p.Ser259Ty
	low
	cold

	LH22-0756 1A1
	TRANSCAN-2023-19
	1958
	64
	M
	Lung
	adc papillary
	pT1aN0M0
	IA-1
	smoker
	no
	NA
	no mut
	low
	cold

	LH22-0974 1A1
	TRANSCAN-2023-19
	1952
	70
	M
	Lung
	adc solid
	pT2aN0MX
	IB
	former smoker
	no
	20
	no mut
	low
	cold

	LH22-1323 2A2
	TRANSCAN-2023-19
	1949
	73
	M
	Lung
	adc papillary
	pT4N0M1
	IV
	former smoker
	no
	NA
	no mut
	low
	cold

	LH22-1395 1B
	TRANSCAN-2023-19
	1956
	66
	F
	Lung
	adc solid
	pT3N0MX
	IIB
	former smoker
	no
	15
	P53 : c.641A>G; p.His214Arg
	low
	hot

	LH22-1463 10A3
	TRANSCAN-2023-19
	1965
	57
	M
	Lung
	adc papillary
	pT2aN0MX
	IB
	smoker
	chemo (2 cycles)
	20
	P53 : c.641A>G ; p.His214Arg
	low
	hot

	LH22-1570 1A
	TRANSCAN-2023-19
	1957
	65
	M
	Lung
	Mixed invasive mucinous and non-mucinous adenocarcinoma
	pT1bN0MX
	IA
	former smoker
	no
	30
	P53 : c.830G>T ; p.Cys277Phe + ATM: c.5417T>C ; p.Ile1806Thr
	low
	hot

	LH22-1678 8E
	TRANSCAN-2023-19
	1949
	73
	F
	Lung
	adc lepidic
	pT4N0MX
	IIIA
	former smoker
	no
	NA
	P53: c.818G>T; p.Arg273Leu
	low
	hot

	LH22-1862 3A1
	TRANSCAN-2023-19
	1968
	54
	F
	Lung
	adc solid
	pT1cN0MX
	IA-3
	smoker
	no
	40
	P53: c.672+1G>C ; p.?
	low
	hot

	LH22-2238 1A
	TRANSCAN-2023-19
	1959
	63
	M
	Lung
	adc colloid
	pT1bN0MX
	IA-2
	former smoker
	no
	40
	P53: c.746G>T ;p.Arg249Met
	low
	hot

	LH22-2706 7D1
	TRANSCAN-2023-19
	1967
	55
	M
	Lung
	adc acinal
	pT2aN1MX
	IIB
	smoker
	no
	60
	P53: c.844C>T; p.Arg282Trp
	low
	hot

	LH22-3557 3A3
	TRANSCAN-2023-19
	1958
	64
	F
	Lung
	adc SMARCA4/BRG1 deficient
	pT4N2MX
	IIIB
	smoker
	no
	70
	P53: c.646G>T; p.Val216Leu
	low
	hot

	LH23-0656 3A1
	TRANSCAN-2023-19
	1954
	69
	M
	Lung
	adc mucinous
	pT2aN0MX
	IB
	former smoker
	no
	30
	P53: c.574C>T; p.Q192*
	low
	hot

	LH23-3113 6A2
	TRANSCAN-2023-19
	1951
	72
	M
	Lung
	adc mucinous
	pT3N1MX
	IIIA
	former smoker
	no
	NA
	CTNNB1 / 3: c.110C>T; p.Ser37Phe sur bloc 6A2
	low
	cold
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