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Supplementary Figure S1. Flowchart of sample selection criteria. Samples with at least 2 EGFRT790M-positive droplets or greater than 2000 WT-positive droplets detected by ddPCR were retained. These criteria allow a minimum limit of detection of 0.1%.
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Supplementary Figure S2. Sensitivity and reproducibility of our ddPCR assay for ultra-low EGFRT790M mutation detection. (A) Correlation between the expected and observed variant allele frequency (VAF, %) for gDNA reference standard control samples. Observed values are the means of 3 independent experiments. The inset highlights samples with an expected VAF < 0.1%. (B) Reproducibility of detection according to the DNA amount for a FFPE sample with a VAF of 26%. (C) Same as (B) for a FFPE sample with a VAF of 1%. Observed values are the means of 3 independent experiments.
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Supplementary Figure S3. Kaplan-Meier analyses for OS for ultra-low EGFRT790M mutation status in patients treated with first-generation TKIs harboring an EGFRdel19 mutation (A) or the EGFRL858R mutation (B). 
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Supplementary Table S1. Additional patient and specimen characteristics
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M, Male; F, Female; HS, Have smoked; S, Smoker; NS, Non-smoker; WT, wild-type.
a NGS experiments have been performed as previously described (Vendrell et al. 2017) (Supplementary Table S4).

[bookmark: _GoBack]Supplementary Table S2. Determination of the limit of detection of ultra-low EGFRT790M mutation using FFPE tissue samples

[image: ]
WT, wild-type; NA, not applicable


Supplementary Table S3. Characteristics of patients and specimens with an EGFRactivating mutation according to their ultra-low EGFRT790M mutation status (n = 82)

	 
	 
	Ultra-low EGFRT790M negative (n = 49)
	 
	Ultra-low EGFRT790M positive (n = 33)
	 
	 

	Characteristics
	n
	%
	 
	n
	%
	 
	P

	Sex
	
	
	
	
	
	
	

	
	Male
	20
	40.8
	
	9
	27.3
	
	NS (0.21)

	
	Female
	29
	59.2
	
	24
	72.7
	
	

	Age
	
	
	
	
	
	
	

	
	<60
	18
	36.7
	
	7
	21.2
	
	NS (0.13)

	
	≥60
	31
	63.3
	
	26
	78.8
	
	

	Smoking status
	
	
	
	
	
	
	

	
	Have smoked
	21
	42.9
	
	10
	30.3
	
	NS (0.36)

	
	Smoker
	5
	10.2
	
	2
	6.1
	
	

	
	Non-smoker
	22
	44.9
	
	20
	60.6
	
	

	
	Unknown
	1
	2.0
	
	1
	3.0
	
	

	Stage
	
	
	
	
	
	
	

	
	I
	24
	49.0
	
	9
	27.3
	
	NS (0.11)

	
	II
	3
	6.1
	
	3
	9.1
	
	

	
	III
	4
	8.2
	
	1
	3.0
	
	

	
	IV
	17
	34.7
	
	19
	57.6
	
	

	
	Unknown
	1
	2.0
	
	1
	3.0
	
	

	Tumor cell contenta
	
	
	
	
	
	
	

	      <50%
	17
	21.8
	
	11
	14.1
	
	NS (0.81)

	      ≥50%
	29
	37.2
	
	21
	26.9
	
	

	EGFRactivating mutation status
	
	
	
	
	
	
	

	
	EGFRdel19
	24
	49.0
	
	21
	63.6
	
	NS (0.14)

	 
	EGFRL858R
	25
	51.0
	 
	12
	36.4
	 
	 



The χ2 or Fisher exact test was applied according to the number of samples per group. Significance was considered at P < 0.05. 
NS, not significant.
a Information available for 78 samples.



Supplementary Table S4. Description of the region targeted by the amplicon-based panel used in our NGS experiments (Vendrell et al. 2017). 
	Gene
	Transcript of
reference
	Exon

	AKT1
	NM_001014431
	3

	ALK
	NM_004304
	20+21+22+23+24+25

	BRAF
	NM_004333
	11+15

	CDKN2A
	NM_000077
	1+2+3

	CTNNB1
	NM_001904
	3

	DDR2
	NM_006182
	17

	EGFR
	NM_005228
	18+19+20+21

	ERBB2
	NM_004448
	20

	ERBB4
	NM_005235
	10+12

	FGFR1
	NM_023110
	12+14

	FGFR2
	NM_000141
	7+12+14

	FGFR3
	NM_000142
	7+9+14

	GNA11
	NM_002067
	4+5

	GNAQ
	NM_002072
	5

	GNAS
	NM_000516
	8+9

	H3F3A
	NM_002107
	2

	H3F3B
	NM_005324
	2

	HIST1H3B
	NM_003537
	1

	HRAS
	NM_005343
	2+3+4

	IDH1
	NM_005896
	4

	IDH2
	NM_002168
	4

	JAK2
	NM_004972
	12+13+14

	KIT
	NM_000222
	8+9+11+13+17+18

	KRAS
	NM_033360
	2+3+4

	MAP2K1
	NM_002755
	2

	MET
	NM_001127500
	2+intron13+14+intron14+15+16+17+18+19+20

	NRAS
	NM_002524
	2+3+4

	PDGFRA
	NM_006206
	12+14+18

	PIK3Ca
	NM_006218
	10+21

	POLE
	NM_006231
	9+10+11+12+13+14

	PTEN
	NM_000314
	1+2+3+4+5+6+7+8+9

	RAC1
	NM_018890
	2

	SMAD4
	NM_005359
	2+3+9+10+11+12

	STK11
	NM_000455
	1+2+3+4+5+6+7+8+9

	TERT
	 
	Promoter





Reference
[bookmark: _ENREF_1]Vendrell, J.A., Grand, D., Rouquette, I., Costes, V., Icher, S., Selves, J., et al. (2017). High-throughput detection of clinically targetable alterations using next-generation sequencing. Oncotarget. 8, 40345-40358.
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Sample ID Sexe

Age at 

diagnosis

Smoking status Stage

% tumoral 

cells

EGFR status

VAF of ultra-low 

EGFR

T790M

 (%)

Complementary NGS analysis

a

S001 M 59 NS 3 75 EGFR

del19

<0.10

S002 F 73 NS 1 70 EGFR

del19

<0.10

S003 F 51 HS 4 NR EGFR

del19

<0.10

S004 F 73 NS 1 60 EGFR

del19

0.17

EGFR, p.L747_A750delinsP (28%)

S005 M 55 HS 4 80 EGFR

del19

<0.10

S006 M 64 HS 2 15 EGFR

del19

<0.10

S007 F 56 NS 1 40 EGFR

del19

<0.10

S008 F 61 NS 4 70 EGFR

del19

0.32

EGFR, p.E746_S752del (37%)

S009 M 56 NS 4 60 EGFR

del19

2.50

S010 M 76 HS 1 30 EGFR

del19

<0.10

S011 M 57 HS 4 10 EGFR

del19

<0.10

S012 M 59 HS 1 40 EGFR

del19

<0.10

S013 F 70 NS 1 60 EGFR

del19

0.246

S014 F 65 HS 1 50 EGFR

del19

<0.10

S015 F 41 NS 1 40 EGFR

del19

<0.10

S016 F 50 S 4 NR EGFR

del19

1.21

EGFR, p.E476_A750del (56%)

S017 F 63 NS 4 30 EGFR

del19

0.487

S018 F 68 NS 4 40 EGFR

del19

1.03

EGFR, p.L747_T751delinsQ (18%)

S019 M 62 HS 2 70 EGFR

del19

<0.10

S020 M 69 NS 1 80 EGFR

del19

<0.10

S021 M 73 HS 4 50 EGFR

del19

1.49

S022 F 64 NS 4 70 EGFR

del19

1.84

S023 F 69 NS 4 50 EGFR

del19

0.38

S024 M 47 HS 3 50 EGFR

del19

<0.10

S025 M 50 HS 4 40 EGFR

del19

<0.10

S026 F 73 NS 1 50 EGFR

del19

0.29

EGFR, p.E476_A750del (24%); SMAD4, p.R496H (16%)

S027 F 76 NS 2 80 EGFR

del19

0.12

EGFR, p.E746_S752delinsV (49%)

S028 F 69 NS 4 50 EGFR

del19

3.70

S029 M 77 NS 1 30 EGFR

del19

0.13

EGFR, p.E476_A750del (35%)

S030 F 58 NS 1 50 EGFR

del19

<0.10
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Complementary NGS analysis

a

S031 F 57 HS 4 40 EGFR

del19

0.16

EGFR, p.E746_S752delinsV (30%)

S032 F 59 HS 4 50 EGFR

del19

1.56

EGFR, p.L747_P753delinsS (17%)

S033 F 65 HS 1 70 EGFR

del19

<0.10

S034 M 45 S 4 80 EGFR

del19

0.14

EGFR, p.E476_A750del (42%)

S035 F 83 HS 1 50 EGFR

del19

0.14

EGFR, p.E476_A750del (92%)

S036 M 75 HS 3 80 EGFR

del19

<0.10

S037 F 42 NS 1 40 EGFR

del19

<0.10

S038 M 79 HS 3 50 EGFR

del19

<0.10

S039 F 61 NS 1 20 EGFR

del19

<0.10

S040 F 46 NS

4

60 EGFR

del19

<0.10

S041 F 68 NS NR NR EGFR

del19

<0.10

S042 F 68 NS

4

20 EGFR

del19

<0.10

S043 F 73 HS

4 50

EGFR

del19

0.90

S044 F 69

HS

2

80

EGFR

del19

0.16

EGFR, p.L747_P753delinsS (42%)

S045 F 63 NS

1 70

EGFR

del19

0.31

EGFR, p.E476_A750del (60%); PIK3CA, p.G1049R (47%)

S046 F 64 HS 2 70 EGFR

L858R

<0.10

S047 M 59 NS 4 20 EGFR

L858R

<0.10

S048 F 68 NS 4 10 EGFR

L858R

<0.10

S049 M 77 HS 4 60 EGFR

L858R

<0.10

S050 F 69 NS 1 50 EGFR

L858R

<0.10

S051 F 69 HS 1 50 EGFR

L858R

<0.10

S052 F 53 HS 4 70 EGFR

L858R

1.70

S053 M 73 HS 1 40 EGFR

L858R

0.38

EGFR, p.L858R (20%)

S054 F 89 NS 4 20 EGFR

L858R

0.12

S055 F 42 NS 1 25 EGFR

L858R

<0.10

S056 M 52 HS 1 35 EGFR

L858R

2.80

S057 F 65 NS NR 50 EGFR

L858R

0.13

S058 F 70 HS 1 70 EGFR

L858R

<0.10

S059 M 71 HS 4 40 EGFR

L858R

<0.10

S060 F 61 NS 4 70 EGFR

L858R

<0.10
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Age at 
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EGFR status
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EGFR

T790M

 (%)

Complementary NGS analysis

a

S061 F 67 HS 1 50 EGFR

L858R

<0.10

S062 M 51 S 4 50 EGFR

L858R

<0.10

S063 F 81 S 4 70 EGFR

L858R

<0.10

S064 F 75 NS 1 50 EGFR

L858R

<0.10

S065 F 55 NR 4 20 EGFR

L858R

<0.10

S066 M 65 NR 4 20 EGFR

L858R

4.20

S067 F 62 S 1 50 EGFR

L858R

<0.10

S068 M 68 HS 1 40 EGFR

L858R

<0.10

S069 M 84 NS 1 30 EGFR

L858R

2.55

EGFR, p.L858R (53%)

S070 F 57 HS 4 50 EGFR

L858R

<0.10

S071 M 61 NS 1 70 EGFR

L858R

<0.10

S072 M 77 NS 1 50 EGFR

L858R

<0.10

S073 F 72 NS 4

20

EGFR

L858R

0.13

S074 F 80 S 1

70

EGFR

L858R

<0.10

S075 M 49 NS 4 NR EGFR

L858R

<0.10

S076 F 78 NS

4 60

EGFR

L858R

0.12

EGFR, p.L858R (68%); PIK3CA, p.E545D (26%)

S077 M 91 NS 3

20

EGFR

L858R

0.50

S078 F 78 NS

1 80

EGFR

L858R

<0.10

S079 F 73 NS 2

90

EGFR

L858R

0.12

EGFR, p.L858R (23%)

S080 F 67 NS

4 50

EGFR

L858R

<0.10

S081 F 73 S 1

20

EGFR

L858R

<0.10

S082 F 60 HS 4

80

EGFR

L858R

0.50

S083 M 72 S 1 15 WT 0.12

WT

S084 F 52 HS 1 20 WT

<0.10

S085 M 60 NS 1 20 WT

<0.10

S086 M 64 NS 1 20 WT

<0.10

S087 M 62 HS 1 20 WT

<0.10

S088 M 71 HS 1 25 WT

<0.10

S089 F 49 NS 4 30 WT

<0.10

S090 F 72 S 4 30 WT

<0.10
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Age at 

diagnosis

Smoking status Stage

% tumoral 

cells

EGFR status

VAF of ultra-low 

EGFR

T790M

 (%)

Complementary NGS analysis

a

S091 F 73 HS 4 35 WT 0.78

S092 F 56 S 2 40 WT

<0.10

S093 M 82 HS 4 40 WT

<0.10

S094 M 70 S 4 40 WT

<0.10

S095 F 57 S 3 40 WT

<0.10

S096 F 58 NS 4 50 WT

<0.10

S097 M 49 S 3 50 WT 0.11

WT

S098 M 75 NS 2 50 WT

<0.10

S099 M 67 S 4 50 WT

<0.10

S100 M 53 NS 3 50 WT

<0.10

S101 M 71 S 4 50 WT

<0.10

S102 M 56 NS 4 50 WT

<0.10

S103 F 52 S 1 50 WT

<0.10

S104 F 71 HS 3 50 WT

<0.10

S105 M 78 S 3 50 WT

<0.10

S106 M 53 S 4 50 WT

<0.10

S107 M 77 NS 4 50 WT

<0.10

S108 M 61 HS 1

50

WT 0.20

S109 M 84 S 3 50 WT

<0.10

S110 M 67 NS 1 50 WT

<0.10

S111 F 69 S 1 50 WT

<0.10

S112 F 73 S 3 50 WT

<0.10

S113 M 47 HS 1 50 WT 0.23

S114 M 60 S 4 50 WT

<0.10

S115 F 64 NS 1 50 WT

<0.10

S116 M 80 HS 4

50

WT

<0.10

S117 M 60 S 1 60 WT

<0.10

S118 M 61 NR 2 60 WT

<0.10

S119 M 71 NR 4 60 WT 1.06

WT

S120 F 70 S 1 60 WT 0.17

STK11, p.F157L (17%)
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diagnosis

Smoking status Stage

% tumoral 

cells

EGFR status

VAF of ultra-low 

EGFR

T790M

 (%)

Complementary NGS analysis

a

S121 M 43 NS 1 60 WT

<0.10

S122 M 61 S 3

60

WT 0.50

WT

S123 M 70 NS 3 70 WT

<0.10

S124 F 45 NS 1 70 WT

<0.10

S125 M 54 S 4 70 WT

<0.10

S126 M 66 NS 1 70 WT 1.27

MAP2K1, p.K57N (22%)

S127 M 54 NS 4 70 WT 0.16

WT

S128 M 64 S 4 70 WT 0.19

WT

S129 M 60 NS 4

70

WT

<0.10

S130 M 59 NR 2 70 WT 2.22

S131 M 71 S 1 70 WT

<0.10

S132 F 67 NS 4 70 WT

<0.10

S133 M 64 NS 3 70 WT

<0.10

S134 F 70 S 4 70 WT

<0.10

S135 M 66 S 4

70

WT

<0.10

S136 M 68 NS 2 75 WT

<0.10

S137 F 50 NS 3 80 WT

<0.10

S138 F 67 S 3 80 WT

<0.10

S139 M 71 NR 2 80 WT

<0.10

S140 M 61 NS 4

80

WT

<0.10

S141 M 73 S 3 80 WT

<0.10

S142 M 63 NS 4 80 WT 0.19

WT

S143 M 53 S 4

80

WT

<0.10

S144 M 67 NR 4

80

WT

<0.10

S145 M 75 S 4

90

WT 0.39

CDKN2A, p.D84G (34%)

S146 F 73 NS 4 70 WT 0.41

WT

S147 M 68 S 1 70 WT <0.10

S148 M 65 S 3 70 WT <0.10

S149 M 70 NS 2 75 WT <0.10

S150 M 50 S 2 80 WT 0.18 STK11, p.E33* (29%)
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Control ID Tissue Sample Mutational status

Number of EGFR

T790M

-positive 

droplets detected

C01 Colorectal carcinomas WT 0

C02 Colorectal carcinomas WT 0

C03 Colorectal carcinomas WT 0

C04 Colorectal carcinomas WT 1

C05 Colorectal carcinomas WT 0

C06 Colorectal carcinomas KRAS mutated 0

C07 Colorectal carcinomas KRAS mutated 0

C08 Colorectal carcinomas KRAS mutated 0

C09 Colorectal carcinomas KRAS mutated 0

C10 Colorectal carcinomas KRAS mutated 0

C11 GIST  WT 0

C12 GIST  WT 0

C13 GIST  WT 0

C14 GIST  WT 0

C15 GIST  WT 0

C16 GIST  KIT mutated 0

C17 GIST  KIT mutated 1

C18 GIST  KIT mutated 0

C19 GIST  KIT mutated 0

C20 GIST  KIT mutated 0

C21 Melanoma WT 0

C22 Melanoma WT 0

C23 Melanoma WT 0

C24 Melanoma WT 0

C25 Melanoma WT 1

C26 Melanoma BRAF mutated 0

C27 Melanoma BRAF mutated 0

C28 Melanoma BRAF mutated 0

C29 Melanoma BRAF mutated 0

C30 Melanoma BRAF mutated 0

C31 Normal tissue NA 0

C32 Normal tissue NA 0

C33 Normal tissue NA 1

C34 Normal tissue NA 0

C35 Normal tissue NA 0

C36 Normal tissue NA 0

C37 Normal tissue NA 0

C38 Normal tissue NA 1

C39 Normal tissue NA 0

C40 Normal tissue NA 0
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