Supplementary Table 1 : Determination of the limit of blank (LOB) of the multiplex PCR assays. Detection assays were performed on standard WT DNA. The number of non-expected positives droplets was fitted to a Poisson distribution (p-values show that Poisson hypothesis cannot be rejected under the chi-square goodness of fit test). The LOB in number of droplets was derived from one-tailed 99% upper limit of the cumulative Poisson distribution. Mutation detection models were combined in two distinct multiplex assays marked * and ** respectively.  

	
EGFR	n° specificity 	n° tests with 0 	n° tests with 1 	n° tests with 2	Mean (µ)	p-value	Poisson
mutations	test	non-expected 	non-expected	non-expected		LOB 99%
		positive droplet	positive droplet	positive droplets		(n° droplets)
T790M*	32	28	3	1	0.156	0.783	2
L858R/L861Q*	32	21	9	2	0.406	0.989	2
E19-Dels**	32	21	8	3	0.344	0.913	2
T790M**	32	30	1	1	0.094	0.132	1
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Supplementary table 2: Quantification of cfDNA and ctDNA levels in 87 plasma samples of 61 metastatic NSCLC patients. ND: not detected, NA: not available.
	
	
	
	
	
	
	Mutant EGFR copies/ml plasma by ddPCR
	Mutant allele fraction ddPCR (%)
	Mutant allele fraction MPS (%)

	Case no. 
	Tumor DNA EGFR mutational status
	Sampling time (day)
	Plasma volume analyzed (ml)
	cfDNA cp/mL plasma by qPCR
	cfDNA cp/mL plasma by ddPCR
	L858R/L861Q 
	E19-Dels
	T790M
	L858R/L861Q 
	E19-Dels
	T790M
	L858R/L861Q 
	E19-Dels
	T790M

	1
	 E19-Dels
	0
	3.5
	1794
	1131
	0
	160
	12.6
	0
	14.1
	1.1
	0
	13
	1

	
	
	105
	2.3
	2226
	1594
	0
	0
	0
	0
	0
	0
	0
	0
	0

	
	
	140
	3
	1400
	1867
	0
	20
	0
	0
	1.1
	0
	0
	1.3
	0

	
	
	160
	3
	5627
	2377
	0
	44
	ND
	0
	1.9
	ND
	0
	2
	0

	
	
	196
	3
	2667
	1599
	NA
	64
	0
	NA
	4
	0
	0
	0
	0

	
	
	259
	3
	2933
	1927
	NA
	0
	0
	NA
	0
	0
	0
	0
	0

	
	
	301
	3
	1667
	865
	NA
	68
	0
	NA
	7.9
	0
	0
	0
	0

	2
	E19-Dels
	0
	3.6
	9878
	14168
	0
	4700
	790
	0
	33.2
	5.6
	0
	49
	18

	
	
	123
	3
	35267
	47560
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	
	
	193
	3
	16747
	27670
	NA
	44
	0
	NA
	0.2
	0
	0
	0
	0

	
	
	246
	3.6
	1733
	1226
	NA
	73.3
	0
	NA
	6.0
	0
	0
	2.4
	0

	3
	E19-Dels
	0
	3.7
	5978
	3561
	0
	142.7
	45.4
	0
	4.0
	1.3
	0
	3.9
	2.4

	
	
	75
	3
	5827
	2048
	NA
	34.7
	0
	NA
	1.7
	0
	0
	0
	0

	
	
	180
	3.7
	5978
	988
	NA
	17.3
	0
	NA
	1.8
	0
	0
	0
	0

	4
	 E19-Dels
	0
	3
	3867
	3593
	NA
	53.3
	ND
	NA
	1.5
	ND
	0
	1.1
	0

	
	
	51
	3
	3160
	2480
	NA
	0
	0
	NA
	0
	0
	0
	0
	0

	
	
	173
	3
	3533
	1736
	NA
	0
	0
	NA
	0
	0
	NA
	0
	0

	5
	E19-Dels
	0
	3.1
	2361
	1755
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	
	
	143
	3
	4480
	5644
	NA
	1340
	89.3
	NA
	23.7
	1.6
	0
	35.3
	5.3

	
	
	220
	4
	4970
	2633
	NA
	946
	76
	NA
	35.9
	2.9
	0
	29.7
	4.9

	6
	E19-Dels
	0
	3.3
	1978
	1771
	NA
	13.3
	0
	NA
	0.8
	0
	NA
	0.6
	0

	
	
	202
	3
	4600
	4081
	NA
	38.7
	ND
	NA
	0.9
	ND
	0
	0
	0

	7
	 E19-Dels
	0
	3.8
	4137
	1795
	0
	93.7
	37.9
	0
	5.2
	2.1
	0
	4
	0.5

	
	
	39
	3.2
	5913
	11929
	0
	192.5
	36.3
	0
	1.6
	0.3
	0
	1.3
	0

	8
	E19-Dels
	0
	3.4
	5529
	8704
	0
	388.2
	138.8
	0
	4.5
	1.6
	0
	4
	1.1

	
	
	49
	3
	7987
	6020
	NA
	1032
	214.7
	NA
	17.8
	3.6
	0
	15
	5

	9
	E19-Dels
	0
	3
	9920
	14266
	NA
	1525.3
	0
	NA
	10.7
	0
	0
	14
	0

	
	
	172
	3
	6533
	5950
	NA
	34.7
	166.6
	NA
	0.6
	2.8
	0
	4.6
	1.1

	10
	 E19-Dels
	0
	3
	7987
	3232
	NA
	58.7
	0
	NA
	1.8
	0
	0
	0.3
	0

	
	
	55
	3
	4760
	2480
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	11
	 E19-Dels
	0
	3
	26240
	54677
	NA
	1088
	3422.7
	NA
	2
	6.3
	0
	7.5
	4.8

	12
	 E19-Dels
	0
	2.8
	2700
	2286
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	13
	 E19-Dels
	0
	3
	60960
	89214
	NA
	2141.3
	ND
	NA
	2.4
	ND
	0
	2.3
	0

	14
	 E19-Dels
	0
	2.7
	2563
	2673
	0
	0
	0
	0
	0
	0
	0
	0
	0

	15
	 E19-Dels
	0
	3
	4333
	3515
	NA
	0
	0
	NA
	0
	0
	0
	0
	0

	16
	 E19-Dels
	0
	3
	4107
	1941
	NA
	0
	ND
	NA
	0
	ND
	0
	0
	0

	17
	 E19-Dels
	0
	4
	1630
	1200
	NA
	ND
	0.0
	NA
	ND
	0
	0
	0
	0

	18
	 E19-Dels
	0
	3
	2467
	2757
	0
	ND
	ND
	0
	ND
	ND
	0
	0
	0

	19
	 E19-Dels
	0
	3
	33427
	225735
	0
	55821.0
	8580
	0
	24.7
	3.8
	0
	63
	23

	20
	 E19-Dels
	0
	3
	10520
	3907
	NA
	72
	ND
	NA
	1.8
	ND
	0
	2.3
	0

	21
	 E19-Dels
	0
	3
	10493
	4692
	NA
	78.7
	0
	NA
	1.7
	0
	0
	1.4
	0

	22
	 E19-Dels
	0
	3
	7027
	2399
	NA
	53.3
	0
	NA
	2.2
	0
	0
	1
	0

	23
	 E19-Dels
	0
	3
	15453
	7284
	NA
	2733.3
	110.7
	NA
	37.5
	1.5
	0
	33
	1.4

	24
	 E19-Dels
	0
	3
	3680
	2133
	NA
	0
	ND
	NA
	0
	ND
	0
	0
	0

	25
	 E19-Dels
	0
	3
	9813
	12385
	NA
	4346.7
	438.7
	NA
	35.1
	3.5
	0
	41
	7.8

	26
	 E19-Dels
	0
	3
	5200
	2726
	NA
	153.3
	0
	NA
	5.6
	0
	0
	1.6
	0

	27
	 E19-Dels
	0
	3
	5733
	3080
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	28
	 E19-Dels
	0
	3
	11760
	26265
	NA
	13426.7
	0
	NA
	51.1
	0
	0
	29
	0

	29
	 E19-Dels
	0
	3
	4533
	2249
	NA
	93.3
	44
	NA
	4.1
	2
	0
	4.7
	0

	30
	 E19-Dels
	0
	3
	4760
	2816
	NA
	ND
	0
	NA
	ND
	0
	0
	0
	0

	31
	 E19-Dels
	0
	3
	2760
	1640
	0
	0
	0
	0
	0
	0
	0
	0
	0

	32
	 E19-Dels
	0
	3
	2333
	1375
	NA
	29.3
	0
	NA
	2.1
	0
	0
	0
	0

	33
	 E19-Dels
	0
	1.8
	4689
	2249
	NA
	0
	0
	NA
	0
	0
	0
	0
	0

	34
	 E19-Dels
	0
	3
	50253
	114332
	NA
	10198.7
	97.3
	NA
	8.9
	0.09
	0
	14.1
	0

	35
	 E19-Dels
	0
	3
	4827
	2972
	NA
	0
	ND
	NA
	0
	ND
	0
	0
	0

	36
	 E19-Dels
	0
	3
	4453
	4219
	NA
	0
	0
	NA
	0
	0
	0
	0
	0

	37
	E19-Dels. T790M
	0
	3
	4960
	14209
	0
	2706.7
	209.3
	0
	19.0
	1.5
	0
	29
	1.3

	38
	E19-Dels. T790M
	0
	3
	5200
	4693
	NA
	1105.3
	0
	NA
	23.6
	0
	0
	23.8
	0

	39
	L858R
	0
	3.3
	4400
	4195
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	
	
	202
	3
	4080
	2611
	2156 / 0
	NA
	735
	39.2 / 0
	NA
	28.1
	33 / 0
	0
	32

	40
	L858R
	0
	2.7
	3407
	2211
	1554.1 / 0
	NA
	0
	41.3 / 0
	NA
	0
	39 / 0
	0
	0

	41
	L858R
	0
	3
	7680
	7053
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	42
	L858R
	0
	3
	20080
	25911
	7362.7 / 0
	NA
	928
	21.5 / 0
	NA
	2.7
	26 / 0
	0
	7

	43
	L858R
	0
	3
	4400
	2627
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	44
	L858R
	0
	3
	5560
	4613
	ND
	NA
	0
	ND
	NA
	0
	0
	0
	0

	45
	L858R
	0
	3
	2627
	1520
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	46
	L858R. T790M
	0
	3
	13613
	28951
	330.7 / 0
	NA
	73.3
	1.4 / 0
	NA
	0.3
	2 / 0
	0
	0

	
	
	83
	3
	4227
	2892
	769.3 / 0
	NA
	269.3
	26.6 / 0
	NA
	9.3
	30 / 0
	0
	11

	
	
	153
	3
	4187
	2687
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	47
	L858R. T790M
	0
	3
	4693
	3293
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	
	
	81
	3
	3560
	1827
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	
	
	115
	3
	2480
	1457
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	48
	L858R. T790M
	0
	2.7
	65956
	125476
	55022 / 0
	NA
	0
	44/ 0
	NA
	0
	53 / 0
	0
	0

	
	
	127
	2.9
	29352
	30610
	871.7 / 0
	NA
	0
	2.8 / 0
	NA
	0
	0.7 / 0
	0
	0

	49
	L861Q
	0
	3.5
	1737
	3126
	0
	NA
	0
	0
	NA
	0
	0
	0
	0

	50
	L861Q
	0
	4.9
	2465
	8437
	0 / 2028.6
	NA
	ND
	0 / 24.0
	NA
	ND
	0 / 33
	0
	0

	51
	EGFR WT
	0
	3
	57080
	96707
	0
	ND
	0
	0
	ND
	0
	0
	0
	0

	52
	EGFR WT
	0
	3
	13227
	28947
	0
	ND
	0
	0
	ND
	0
	0
	0
	0

	53
	EGFR WT
	0
	3
	8560
	15947
	0
	ND
	0
	0
	ND
	0
	0
	0
	0

	54
	EGFR WT
	0
	3
	7853
	4587
	0
	ND
	0
	0
	ND
	0
	0
	0
	0

	55
	EGFR WT
	0
	3
	1893
	827
	ND
	ND
	0
	ND
	ND
	0
	0
	0
	0

	56
	EGFR WT
	0
	3
	3360
	2283
	ND
	ND
	0
	ND
	ND
	0
	0
	0
	0

	57
	EGFR WT
	0
	3
	3227
	2920
	0
	0
	0
	0
	0
	0
	0
	0
	0

	58
	EGFR WT
	0
	3
	3333
	2827
	0
	0
	0
	0
	0
	0
	0
	0
	0

	59
	EGFR WT
	0
	3
	1640
	2427
	ND
	0
	0
	ND
	0
	0
	0
	0
	0

	60
	EGFR WT
	0
	3
	4120
	4067
	ND
	ND
	0
	ND
	ND
	0
	0
	0
	0

	61
	EGFR WT
	0
	3.5
	2891
	5691
	0
	0
	0
	0
	0
	0
	0
	0
	0







