Tables

Table 1 Mutation hot spots investigated by the MINtS

Location of

Gene . Mutation hot spot
amplicon

EGFR
Exon 18 G719S, G719C, G719A
Exon 19 Exon 19 deletions*

Exon 20 T790M, S7681
Exon 21 L858R, L861Q

KRAS
Exon 2 G128, G12R, G12C, G12D, G12A, G12V
G138, G13R, G13C, G13D, G13A, G13V
Exon 3 G61K, Q61E, Q61R, Q61P, G611, G61H
BRAF

Exon 11 G466V, G469A, G469E, G469V
Exon 15 D594G, D594V, G596R, V600E

* A total of 55 different types of deletions were investigated (sece Supplemental Digital

Content 1, which demonstrates sequences of amplicons).



Table 2 Frequency of mutant reads identified by the MINtS in normal DNA samples

Reference
Allowable Allowable
frequency of
Amplicon Read (Frequency)® false-positive false-negative
the mutant
rate rate
reads

EGFR exon 18

Normal 1703979

G719S 134 (0.000079) 0.00019 0.00033 0.005

G719C 23 (0.000013) 0.000061 0.0001 0.005

G719A 18 (0.000011) 0.000054 0.00009 0.005
EGFR exon 19

Normal 3413407

Deletions” 59 (0.000017) 0.000173 0.0003 0.005
EGFR exon 20

Normal 987236°

T790M 170 (0.000172) 0.000452 0.00078 0.005
EGFR exon 20

Normal 1003479°

S7681 15 (0.000015) 0.000087 0.00015 0.005
EGFR exon 21

Normal 1670410

L858R 16 (0.00001) 0.00001 0.00002 0.005

L861Q 50 (0.00003) 0.000125 0.00022 0.005
KRAS exon 2

Normal 413068

G128 53 (0.000128) 0.000555 0.00096 0.005

GI12R 5 (0.000012) 0.000178 0.00031 0.005



KRAS exon 3

BRAF exon 11

BRAF exon 15

G12C
G12D
G12A
G12v
G13S
GI3R
G13C
G13D
GI3A

G13V

Normal
Q61K
Q61E
Q61R

Q61P

G61L
Q61H(183A
>C)
Q61H(183A

>T)

Normal
G466V
G469A
G469E

G469V

Normal

4(0.00001)
26 (0.000063)
2 (0.000005)
5 (0.000012)
44 (0.000107)
5(0.000012)

4(0.00001)
33 (0.00008)

4(0.00001)

5 (0.000012)

2027528
55 (0.000027)
39 (0.000019)
379 (0.000187)
20 (0.00001)

71 (0.000035)

16 (0.000008)

118 (0.000058)

4790654
102 (0.000021)
84 (0.000018)
277 (0.000054)

65 (0.000014)

2403031

0.000144

0.000253

0.000075

0.000096

0.000391

0.000093

0.000139

0.000385

0.00014

0.000161

0.00033

0.000077

0.000355

0.000061

0.000103

0.000045

0.000226

0.000146

0.000052

0.000135

0.000047

0.00025

0.00044

0.00013

0.00017

0.00067

0.00016

0.00024

0.00066

0.00024

0.00028

0.00057

0.00013

0.00061

0.0001

0.00018

0.00008

0.00039

0.00025

0.00009

0.00023

0.00008

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005

0.005
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D594G

D594V

G596R

V600E

* Total number of reads obtained from 34 normal DNA samples.
> Results of a total of 55 different exon 19 deletions were combined (see Supplemental

Digital Content 1, which demonstrates sequences of amplicons).
¢ Although the EGFR T790M hot spot and the EGFR S768I hot spots were amplified in

one amplicon, they are 66-bp apart and thus have different numbers of informative

reads.

176 (0.000073)
86 (0.000036)
25 (0.00001)

256 (0.000107)

0.00014

0.000078

0.000066

0.000187

0.00024

0.00013

0.00011

0.00032

0.005

0.005

0.005

0.005



Table 3 Mutation testing using admixture samples®

Admixture Calculated cancer-cell content (%)°

EGFR G719S 2.1 2.9 2.5 2.1 23
EGFR E746-A750del typel 1.0 1.0 2.4 2.1 1.6
EGFR T790M 1.1 1.0 1.2 1.1 2.0
EGFR L858R 0.5 1.2 0.8 0.7 1.1
KRAS G128 0.7 1.0 1.0 0.7 0.7
KRAS Q61K 0.6 1.6 0.8 1.4 1.2
BRAF G469A 1.3 1.0 1.1 1.2 0.7
BRAF V600E 0.9 2.4 2.5 0.9 0.7

? For each mutation, 5 admixture samples were investigated. Additionally, 45 normal
DNA samples were investigated. Only the results for the admixture samples are shown,
because all normal DNA samples were negative for mutation.

® Variations in the values were considered to be due to variations in the sampling

procedure.
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Table 4 Mutation testing in clinical specimens”

Calculated

No. Mutation Sample source cancer-cell content
(%)
1 EGFR E746-A750del Typel® Pleural effusion 100.0
2 EGFR E746-A750del Typel  Lung Cancer Tissue 100.0
3 EGFR E746-A750del Typel Not described 100.0
4 EGFR E746-A750del Typel Bronchial brushing 99.6
5 EGFR ET746-A750del Typel Lung Cancer Tissue 48.0
6  EGFRET746-A750del Typel Bronchial brushing 10.5
7  EGFRE746-A750del Typel Bronchial brushing 8.6
8  EGFRET746-A750del Typel Bronchial brushing 6.1
9 EGFR E746-A750del Typezb Lung Cancer Tissue 342
EGFR E746-A750del Type2
10 Pleural effusion 57+ 1.5
+ EGFR T790M
EGFR E746-A750del Typel
11 Pleural effusion 78.6 +20.9
+ EGFR T790M

12 EGFRLS858R Lung Cancer Tissue 100.0
13 EGFRIL858R Bronchial brushing 100.0
14 EGFRL858R Lung Cancer Tissue 73.6
15 EGFRL858R Bronchial brushing 60.0
16  EGFRL858R Lung Cancer Tissue 45.1
17 EGFRL858R Pleural effusion 36.0
18  EGFRLS858R Not described 35.4
19  EGFRL858R Lung Cancer Tissue 34.9
20  EGFRL858R Lung Cancer Tissue 33.7
21 EGFR L858R Bronchial brushing 251
22 EGFRL858R Not described 8.1
23 EGFRL858R Bronchial brushing 7.7
24 EGFRL858R Bronchial brushing 7.2
25  EGFRLS858R Pleural effusion 33



26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

46

47

48

49

50

51

52

53

54

55

EGFRL858R
EGFR L858R*
KRAS G12V
KRAS G12V
KRAS G12V
KRAS G12V
KRAS G12V
KRAS G12V
KRAS G128
KRAS GI2R
KRAS G12D
KRAS G12D
KRAS G12D
KRAS G12D
KRAS G12A
KRAS GI12A
KRAS G12A
+ KRAS G12C
KRAS G12C
KRAS G13D
KRAS'Q61H 1
BRAF G469A
BRAF G466V
Negative
Negative
Negative
Negative
Negative
Negative
Negative

Negative

Bronchial brushing
Lung Cancer Tissue
Not described
Bronchial brushing
Lung Cancer Tissue
Bronchial brushing
Lung Cancer Tissue
Bronchial brushing
Bronchial brushing
Not described

Lung Cancer Tissue
Bronchial brushing
Bronchial brushing
Bronchial brushing
Lung Cancer Tissue

Bronchial brushing

Lung Cancer Tissue

Lung Cancer Tissue
Bronchial brushing
Pleural effusion
Lung Cancer Tissue
Pleural effusion
Bronchial brushing
Bronchial brushing
Not described

Not described

Lung Cancer Tissue
Bronchial brushing
Lung Cancer Tissue

Lung Cancer Tissue

1.2

0.8

100.0

93.9

243

7.5

3.6

1.4

10.0

52.1

78.0

59.3

7.0

1.8

81.0

12.2

46.7+2.1

16.8

100.0

2.1

32.5

1.4
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58

59

60

61

62

63

64

65

66

67

68

69

70

71

72

73

74

75

76

77

78

79

80

81

82

83

84

85

86

Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative
Negative

Negative

Bronchial brushing
Bronchial brushing
Lung Cancer Tissue
Not described

Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Pleural effusion
Bronchial brushing
Bronchial brushing
Lung Cancer Tissue
Bronchial brushing
Lung Cancer Tissue
Not described

Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Lung Cancer Tissue
Not described

Not described

Lung Cancer Tissue
Lung Cancer Tissue
Pleural effusion
Bronchial brushing
Bronchial brushing

Bronchial brushing



87  Negative Bronchial brushing

88  Negative Bronchial brushing
89  Negative Bronchial brushing
90  Negative Bronchial brushing
91  Negative Lung Cancer Tissue
92  Negative Not described

93  Negative Bronchial brushing
94 Negative Bronchial brushing
95 | Negative Bronchial brushing
96  Not determined Lung Cancer Tissue

? The result was sorted first by the type of mutation and then the calculated cancer-cell

content.

® EGFR E746-A750del Typel indicates EGFR 2235 2249delGGAATTAAGAGAAGC.
¢ EGFR E746-A750del Type?2 indicates EGFR

2236 2250delGAATTAAGAGAAGCA.

4 Negative for mutation when tested by the PNA-LNA PCR clamp method.
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Table S1

Sequence information of the amplicons
Sequences of the amplicons investigated
Sequences indicated by a blue highlight are the 10-bp sequences that flank the
mutation hot spot (see Fig. 1 in the main text)
EGFR_ex18

CCAACCAAGCTCTCTTGAGGATCTTGAAGGAAACTGAATTCAAARAGATE A e eleGGRieeeleulee e TTCGGCA
CGGTGTATAAGGTAAGGTCCCTGGCACAGRCCTCTGGGCTGGGCCGCAGGG

EGFR_G7195
CCAACCAAGCTCTCTTGAGGATCTTGAAGGAAACTGAATTCAAANAGATE ivilcaiceare
CGGTGTATAAGGTAAGGTCCCTGGCACAGRCCTCTGGGCTGGGCCGCAGGG

GEilceeciilc e eTTCGGCA

EGFR_G719C
CCAACCAAGCTCTCTTGAGGATCTTGAAGGARACTGAATTCAAAAAGAT e T C o eI leaeT TCGGCA
CGGTGTATAAGGTAAGGTCCCTGGCACAGRCCTCTGGGCTGGGCCGCAGGE

EGFR_G719A
CCAACCAAGCTCTCTTGAGGATCTTGAAGGAAACTGAATTCAAAAAGATA:VieiNe Bile GCleleleleleite e TTCGGCA
CGGTGTATAAGGTAAGGTCCCTGGCACAGRCCTCTGGGCTGGGCCGCAGGG

EGFR_ex19
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAARATTCCCG
eVAGGAATTAAGAGAAGCAACATCTCCGAAAGCCAACAAGGAAATCEIMe e 0lelle/\GTTTCTGCTTTGCTG

TGTGGGG

EGFR_A750 K754del (2248 2262delGCAACATCTCCGAAR)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
NGGAATTAAGAGAAGCCAACAAGGAAATCRINE AUtcune:

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746 A750del insKP(2236 2248delGAATTAAGAGAAG insAAGC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
AAGCCAACATCTCCGAAAGCCAACAAGGAAATCEIE el e lIGTTTCTGCTTTGCTGTGTGGGE

EGFR_E746_A750del insRP (2236 2248delGAATTAAGAGAAG insAGAC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
fieeleiauic i GAGACCAACATCTCCGARAGCCAACAAGGAAATCEEc/ticier:

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746 _A750del T751A(2237_2251delAATTAAGAGAAGCAA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
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EGFR_E746_A750del T751A(2237_2253delAATTAAGAGAAGCAACA insCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
FGGCTTCTCCGARAGCCAACARGGAAATCE IGTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del T751F(2236_2253delGAATTAAGAGAAGCAACA insTTC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCE
TCGCTPATCAA TTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del T751I(2235 2252delGGAATTAAGAGAAGCAAC insAAT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
{AATATCTCCGARAGCCAACARGGAAATC Eeler et

TTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del T751I(2236_2252delGAATTAAGAGAAGCAAC_insAT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

SGTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del T751L(2236_2253delGAATTAAGAGAAGCAACA insCTT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del _T751V(2237_2251delAATTAAGAGAAGCAA 2252CT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
e GGTATCTCCGABRAGCCAACAAGGAAATC R e e aleier

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746 A750del typel (2235 2249delGGAATTAAGAGAAGC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
fee e e :IAACATCTCCGAAAGCCAACAAGGARATCEee/ acter:

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_A750del type2 (2236 2250delGAATTAAGAGAAGCA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
flelzlciiaiien s GACATCTCCGAAAGCCAACAAGGAAAT e eruleile

GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_E749del insAP(2235_ 2251delGGAATTAAGAGAAGCAA insAGCAC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

fiE e it i AGCACCATCTCCGAAAGCCAACAAGGAAATCEILE criieite MG TTTCTGCTTTGCTGTGTGGGG

EGFR_E746_P753del insDQPL(2238 2259delATTAAGAGAAGCAACATCTCCG insTCAACCTCTA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
GGATCAACCTCTAAAAGCCAACAAGGAAATCEIEE A IENE A GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_P753del insLS(2236_2257delGAATTAAGAGAAGCAACATCTC insCTCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
TATCAR ILe . GTTTCTGCTTTGCTGTGTGGGG




EGFR_E746_P753del_insNPVA(2235_2257delGGAATTAAGAGAAGCAACATCTC_insAATTCCCGTCG)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
i AATTCCCGTCGCGAAAGCCAACAAGGAAATCE IR tulene GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_P753del_insVS(2237_2257delAATTAAGAGAAGCAACATCTC_ insTCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

ielee e i IGGTCTCGAAAGCCAACAAGGAAATC I M ileile  GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_T751del insIA(2236_ 2251delGAATTAAGAGAAGCAA insATAG)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
TTTCTGCTTTGCTGTGTGGGG

Hele e ulevAGATAGCATCTCCGAAAGCCAACAAGGARATClEile e/ Ut e e

EGFR_E746 T751del insIP(2235_2251delGGAATTAAGAGAAGCAA insAATTC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
Ieclei e A AATTCCATCTCCGARAAGCCAACAAGGAAATC e e uteile AGTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_T751del_insLS(2236_2251delGAATTAAGAGAAGCAA insCTTT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
el oA GC TTTCATCTCCGAAAGCCAACAAGGAAAT C RNl Ui e G TTTCTGCTTTGCTGTGTGGGG

EGFR_E746_T751del_insVA(2237_2253delAATTAAGAGAAGCAACA insTTGCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
B0 GGTTGCTTCTCCGAAAGCCAACAAGGAAATCIEE URelerG T TTC TGCTTTGCTGTGTGGGG

EGFR_E746_T751del insVP(2237_2253delAATTAAGAGAAGCAACA insTTCCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAARATTCCCG
AGGTTCCTTCTCCGARAGCCAACAAGGARATCEITeEAUNEREMGT TTCTGCTTTGCTGTGTGGGG

EGFR_E746_T751del_S752A(2237_2254delAATTAAGAGAAGCAACAT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
[FVIGGCTCCGAAAGCCAACAAGGAAATC RIS EIleGT TTCTGCTTTGCTGTGTGGGE

TEGCTAT

EGFR_E746_T751del S752D(2238 2255delATTAAGAGAAGCAACATC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGARAAGTTARAAATTCCCG
lGGATCCGARAGCCAACAAGGARATC AT aNe i eGTTTCTGCTTTGCTGTGTGGGG

[TCCCTATCAZ

EGFR_E746_T751del_S752E(2239_2256delTTAAGAGAAGCAACATCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

GGAACCGAAAGCCAACAAGGAAAT I eIt e A GTTTCTGCTTTGCTGTGTGGGG

EGFR _E746_T751del S752V(2237_2254delAATTAAGAGAAGCAACAT 2255CT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
e GTTTCTGCTTTGCTGTGTGGGG

[CGCTATCA]
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EGFR_E746_T751del _s752V(2237_2256delAATTAAGAGAAGCAACATCT_insTC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
TTTCTGCTTTGCTGTGTGGGG

'GGTCCCGAAAGCCAACAAGGAAATCE

EGFR_E746_T751del(2235_2251delGGAATTAAGAGAAGCAA 2252TC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGARAGTTARAATTCCCG

'ATCTCCGAAAGCCAACAAGGAAATCzite el GTTTCTGCTTTGCTGTGTGGGG

EGFR_E746_T751del(2236_2253delGAATTAAGAGAAGCAACA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAARGTTARAATTCCCG
IGTCTCCGAAAGCCARCAAGGAAAT CEIHEAIlEIlEAGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_ A750del T751A(2239 2253delTTAAGAGAAGCAACA_ insGCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

TEG 'GGAAGCTTCTCCGAAAGCCAACAAGGAAATCE eHGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_A750del_T751P(2239_2250delTTAAGAGAAGCA 2251AC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
TeGC! 'GGAACCATCTCCGAARAGCCAACAAGGAAATCE s ile TTTCTGCTTTGCTGTGTGGGG

EGFR_1L747 A750del T751P (2239 2253delTTAAGAGAAGCAACA insCCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
AGTTTCTGCTTTGCTGTGTGGGE

EGFR_1747 A750del T751Q(2238_2252delATTARGAGAAGCAAC insGCA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
CGC FIGGAGCAATCTCCGAAAGCCAACAAGGAAATCEI e e GTTTCTGCTTTGCTGTGTGGGG

EGFR 1747 A750del T751S(2240_2251delTAAGAGAAGCAA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
IGGAATCATCTCCGAARAGCCARCAAGGAAAT CITEE

AGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_A755del_insSRD(2240_2264delTAAGAGAAGCAACATCTCCGAAAGC insCGAGAGA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
S JGGAATCGAGAGACAACAAGGAAATCEIE e itlenle AIGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747 E749del_A750P(2238_2248delATTAAGAGAAG_insGC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGARAGTTAAAATTCCCG
GGAGCCAACATCTCCGAAAGCCAACAAGGAAATCE HEE

EAGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747 E749del A750P (2239 2247delTTAAGAGAA 2248GC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGARGGTGAGARAGTTARAATTCCCG

T IGGAACCAACATCTCCGAAAGCCAACAAGGAAATCE e AGTTTCTGCTTTGCTGTGTGGGG




EGFR_L747_E749del A750P (2239 2250delTTAAGAGAAGCA insCCT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
2. GGAACCTACATCTCCGAAAGCCAACAAGGAAATCE e Autener

GTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_K754del_insATSPE(2239_2260delTTAAGAGAAGCAACATCTCCGA_ insGCAACATCTCCGG
)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
GTTTCTGCTTTGCTGTGTGGGG

ifclee:une:IGGAAGCAACATCTCCGGAAGCCAACAAGGAAATC eI el ureie

EGFR_L747_K754del_insSRE(2240_2260delTAAGAGAAGCAACATCTCCGA insCAAGAG)
BATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
e AIGGAATCAAGAGAAGCCAACAAGGAAATCRINEE 0l AGTTTCTGCTTTGCTGTGTGGGGE

EGFR_L747_N756del_insQKAD(2239_2266delTTAAGAGAAGCAACATCTCCGAAAGCCA insCAGAAAGC
CG)

AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
Bl eAIGGAACAGAAAGCCGACAAGGAAATC e e er uic e

TTTCTGCTTTGCTGTGTGGGG

EGFR_L747_P753del insQQ(2239_ 2258delTTAAGAGAAGCAACATCTCC insCAACA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
filelcleiriine: A GGAACAACAGAAAGCCAACAAGGAAATC e ileie AGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_P753del _K754G(2239_2261delTTAAGAGAAGCAACATCTCCGAA insGG)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
GTTTCTGCTTTGCTGTGTGGGG

AGGAAGGAGCCAACAAGGAAATC[eele adeie

EGFR_L747_8S752del_insPC(2239_2255delTTAAGAGAAGCAACATC insCCATG)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
GGAACCATGTCCGAAAGCCAACAAGGAAATCIINUE Ne e NG TTTCTGCTTTGCTGTGTGGGE

TCCETATERD

EGFR_L747_8752del_insQH(2238_2255delATTAAGAGAAGCAACATC_insGCAACA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

TCGCTATCAR

EGFR_L747_S752del_insQH(2239_2255delTTAAGAGAAGCAACATC insCAACA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
[elelei e/ \CGAACAACATCCGAAAGCCAACAAGGAAAT CRI eIl GTTTCTGCTTTGC TGTGTGGGE

EGFR_L747 S752del P753Q(2236_ 2258delTTAAGAGAAGCAACATCTCC insCA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
eAGTTTCTGCTTTGCTGTGTGGGG

EGFR_L747_S752del P753S(2240_2257delTAAGAGAAGCAACATCTC)
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AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
‘ i:4io - GGAATCGAAAGCCAACAAGGAAAT : GTTTCTGCTTTGCTGTGTGGGG

EGFR L747 T751ldel S752Q(2238_2256delATTAAGAGAAGCAACATCT insGCAR)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGARGGTGAGARAGTTAAARATTCCCG
TeGeT A Gl EGTTTCTGCTTTGCTGTGTGGGE

EGFR_L747_T751del (2239_2253delTTAAGAGAAGCAACA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG

IGGAATCTCCGAAAGCCARCAAGGAAATCEIME e Uielle IGTTTCTGCTTTGCTGTGTGGGG

CECTATCA

EGFR_S752_I759del(2253_2276delATCTCCGARAGCCAACAAGGAAAT)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
S GGAATTAAGAGAAGCAAC ClITEehUTEilerGT TTCTGCTTTGCTGTGTGGGG

EGFR_S752_1759del(2254 2277delTCTCCGAAAGCCAACAAGGAAATC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTARAATTCCCG
fHelelein e GGAATTAAGAGAAGCAAC A e e Aulelie

TTTCTGCTTTGCTGTGTGGGG

EGFR_T751 _E758del_I759N (2252 2275delCATCTCCGAAAGCCAACAAGGAAA 2276TA)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAARAATTCCCG

7 HGGAATTAAGAGAAGCAAACEE e Ule e iGTTTCTGCTTTGCTGTGTGGGG

EGFR_T751 E758del I759S5(2252 2266delACATCTCCGAAAGCCAACAAGGAAAT insTC)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGAAAGTTAAAATTCCCG
e cea:ue GGAATTAAGAGAAGCATCCEIe e e e G TTTCTGCTTTGCTGTGTGGGG

EGFR_T751_E758del I759S(2252_2275delCATCTCCGAAAGCCAACAAGGARA 2276TG)
AATTGCCAGTTAACGTCTTCCTTCTCTCTCTGTCATAGGGACTCTGGATCCCAGAAGGTGAGARAGTTAAAATTCCCG

feleleli b IGGAATTAAGAGAAGCAAGC I E e ulel G TTTCTGCTTTGCTGTCTGGGG

EGFR_T790M_Area
GGTCCAYGTGCCCCTCCTTCTGGCCACCATGCGAAGCCACACTGACGTGCCTCTCCCTCCCTCCAGGAAGCSTACGTG
GEAG)

ATGGCCAGCGTGGACAACCCCCACGTGTGCCGCCTGCTGGGCATCTGCCTCACCTCCACCGTGE AR eale uner:
i@ iieCCCTTCGGCTGCCTCCTGGACTATGTCCGGGAACACARAGACAATATTGGCTCC

EGFR_T790M
GGTCCAYGTGCCCCTCCTTCTGGCCACCATGCGAAGCCACACTGACGTGCCTCTCCCTCCCTCCAGGAAGCSTACGTG
ATGGCCAGCGTGGACAACCCCCACGTGTGCCGCCTGCTGGGCATCTGCCTCACCTCCACCGTGRERIEINe A ULeIT Cor e
e e CCCTTCGGCTGCCTCCTGGACTATGTCCGGGAACACARAGACAATATTGGCTCC

EGFR_S768I_ Area
GGTCCAYGTGCCCCTCCTTCTGGCCACCATGCGAAGCCACACTGACGTGCCTCTCCCTCCCTCCAGGARGCS TACKIS
iee e G 9. - ECCCCACGTGTGCCGCCTGCTGGGCATCTGCCTCACCTCCACCGTGCARCTCATCACGCAG




CTCATGCCCTTCGGCTGCCTCCTGGACTATGTCCGGGAACACAAAGACAATATTGGCTCC

EGFR_S768I
GGTCCAYGTGCCCCTCCTTCTGGCCACCATGCGAAGCCACACTGACGTGCCTCTCCCTCCCTCCAGGAAGCSTACKINE
Tilccele T eliee (e :(eCCCCACGTGTGCCGCCTGCTGGGCATCTGCCTCACCTCCACCGTGCARCTCATCACGCAG

CTCATGCCCTTCGGCTGCCTCCTGGACTATGTCCGGGAACACAAAGACAATATTGGCTCC

EGFR_ex21
GCAGAGCTTCTTCCCATGATGATCTGTCCCTCACAGCAGGGTCTTCTCTGTTTCAGGEGCATGAACTACTTGGAGGACC
GTCGCTTGGTGCACCGCGACCTGGCAGCCAGGAACGTACTGGTGAAAACACCGCAGCATGTCAAGATCACA R UiuTe
EEerceccanAcTHOEEeileelE GAAGAGAAAGAATACCATGCAGAAGGAGGCAAAGTAAGG

EGFR_L858R(2573TG)
GCAGAGCTTCTTCCCATGATGATCTGTCCCTCACAGCAGGGTCTTCTCTGTTTCAGGGCATGAACTACTTGGAGGACC
GTCGCTTGGTGCACCGCGACCTGGCAGCCAGGAACGTACTGGTGAAAACACCGCAGCATGTCAAGATCACATURLNE
EeEcceccanacTeiiceeie e GAAGAGARAGAATACCATGCAGAAGGAGGCAAAGTAAGG

EGFR_L858R(2573TG_2574GT)
GCAGAGCTTCTTCCCATGATGATCTGTCCCTCACAGCAGGGTCTTCTCTGTTTCAGGGCATGAACTACTTGGAGGACC
GTCGCTTGGTGCACCGCGACCTGGCAGCCAGGAACGTACTGGTGARAACACCGCAGCATGTCAAGATCACA T LuIIY
EERcTeCcCARACTER I i el@le GAAGAGARAGAATACCATGCAGAAGGAGGCAAAGTAAGG

EGFR_L8610Q
GCAGAGCTTCTTCCCATGATGATCTGTCCCTCACAGCAGGGTCTTCTCTGTTTCAGGGCATGAACTACTTGGAGGACC
GTCGCTTGGTGCACCGCGACCTGGCAGCCAGGAACGTACTGGTGAAAACACCGCAGCATGTCAAGATCACARINEDITE

EeEiTccccanacnEieeeileee GAAGAGAAAGAATACCATGCAGAAGGAGGCAAAGTAAGG
KRAS_ex2
AATATAAACTTGTGGTE GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS G128
AATATAAACTTGTGGTE CTAGGEARG
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_G12R
AATATAAACTTGTGGTREILNEEeaIC GT COREIT eV NEAGTGCCTTGACGATACAGC TAATTCAGAATCATTTTG
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS_G12C
AATATAAACTTGTGGTE IR e T GTGGEEIL e -teAGTGCCTTGACGATACAGCTAATTCAGAATCATTTTG
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS_G12D
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GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS Gl2Aa
SEilie e elIGCTGGEE I Eele s (e AGTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

AATATAAACTTGTGGT:

TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS_G12V
AATATAAACTTGTGGTE ElpLele: (cenGTT GGl e clorv: (e

TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_ G138
AATATAAACTTGTGGTR I E GG TAGE I Ele e Eh
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_G13R

AATATAAACTTGTGGTEEINNEE  elehiGGTCGe et i e AGTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS_G13C
AATATAAACTTGTGGTE
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_G13D

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

KRAS_G13V_1
AATATAAACTTGTGGT!

\GTTGCAGCT el CGTAGGCAAGH
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_G13Vv_2
AATATAAACTTGTGGTACitie e eleliGGTGTEE A Clelerivie)
TGGACGAATATGATCCAACAATAGAGGTAAATCTTGTTTTAATATG

GTGCCTTGACGATACAGCTAATTCAGAATCATTTTG

KRAS_ex3
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGA NG
ACATGAGGACTGGG

AAE/ele s Caine GTGCAATGAGGGACCAGT

KRAS_Q61K
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGA
ACATGAGGACTGGG

\GTGCAATGAGGGACCAGT

ACAGCAGGTNNGAGGAGTAC

KRAS_Q61E



TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGA GTGCAATGAGGGACCAGT

ACATGAGGACTGGG

KRAS 061R
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGAR A  ce e e
ACATGAGGACTGGG

BNGTGCAATGAGGGACCAGT

KRAS Q61P
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGA RN Cler

ANl e GTGCAATGAGGGACCAGT

ACATGAGGACTGGG

KRAS_Q61L
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGATGE
ACATGAGGACTGGG

TAE:(eler: (el EIGTGCAATGAGGGACCAGT

KRAS_Q61H 1
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGARE e
ACATGAGGACTGGG

AC[eree M eITenGTGCAATGAGGGACCAGT

KRAS_Q61H 2
TAATTGATGGAGAAACCTGTCTCTTGGATATTCTCGARAE
ACATGAGGACTGGG

EUUC AT e (el \GTGCAATGAGGGACCAGT

BRAF ex11l
GAAAACACTTGGTAGACGGGACTCGAGTGATGATTGGGAGATTCCTGATGGGCAGATTACAGTGGGACAAAGARIGTEE|
e GATCATT GG G CIe: @A AGGGAAAGTGGCATGGTAAGTATGTAATGTGGTG

BRAF_G466V
GAAAACACTTGGTAGACGGGACTCGAGTGATGATTGGGAGATTCCTGATGGGCAGATTACAGTGGGACAAAGALTeE|
NHIE TATCATT TGG el e ileiUeAAGGGAAAGTGGCATGGTAAGTATGTAATGTGGTG

BRAF_G469A
GAAAACACTTGGTAGACGGGACTCGAGTGATGATTGGGAGATTCCTGATGGGCAGATTACAGTGGGACAAAGAITEE
' J@AAGGGAAAGTGGCATGGTAAGTATGTAATGTGGTG

BRAF_G469E
GAARACACTTGGTAGACGGGACTCGAGTGATGATTGGGAGATTCCTGATGGGCAGATTACAGTGGGACAAAGARTHTE

E@fdcATCATTTG AN i e G AAGGGARAGTGGCATGGTAAGTATGTAATGTGGTG

BRAF_G469V
GAAAACACTTGGTAGACGGGACTCGAGTGATGATTGGGAGATTCCTGATGGGCAGATTACAGTGGGACAAAGA)

GEGATCATTTGTE:

Udiele]

(& elieh:GIAAGGGAAAGTGGCATGGTAAGTATGTAATGTGGTG

BRAF_exl15
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CTTGCTCTGATAGGAAAATGAGATCTACTGTTTTCCTTTACTTACTACACCTCAGATATATTTCTTCATGAAGACCTC

TTTTGGTCTAGCTACAGT TGGAGTGGGTCCCATCAGTTTGAACAGTTGTCT

GGATCCATTTTGTGGATGGTAAGAATTGAGGCTATTTTTCCACTGATTAAATTTTTGGCCCTGAGATGCTGCTGAGTT
ACTAG

BRAF_D594G
CTTGCTCTGATAGGABAATGAGATCTACTGTTTTCCTTTACTTACTACACCTCAGATATATTTCTTCATGAAGACCTC
e e e GTTTTGGTCTAGCTACAGT Bl e/ TGGAGTGGGTCCCATCAGTTTGAACAGTTGTCT
GGATCCATTTTGTGGATGGTAAGAATTGAGGCTATTTTTCCACTGATTAAATTTTTGGCCCTGAGATGCTGCTGAGTT
ACTAG

ACAGT

BRAF_D594V

CTTGCTCTGATAGGAAAATGAGATCTACTGTTTTCCTTTACTTACTACACCTCAGATATATTTCTTCATGAAGACCTC
AU e e TTTTTGGTCTAGCTACAGTE s avsuteide e
GGATCCATTTTGTGGATGGTAAGAATTGAGGCTATTTTTCCACTGATTARATTTTTGGCCCTGAGATGCTGCTGAGTT

GGAGTGGGTCCCATCAGTTTGAACAGTTGTCT

ACTAG

BRAF_G596R

CTTGCTCTGATAGGAAAATGAGATCTACTGTTTTCCTTTACTTACTACACCTCAGATATATTTCTTCATGAAGACCTC
ACAGT AU e EAT TTTCGTCTAGCTACAGT B v cieleral
GGATCCATTTTGTGGATGGTAAGAATTGAGGCTATTTTTCCACTGATTAAATTTTTGGCCCTGAGATGCTGCTGAGTT

GGAGTGGGTCCCATCAGTTTGAACAGTTGTCT

ACTAG

BRAF V600E
CTTGCTCTGATAGGAARATGAGATCTACTGTTTTCCTTTACTTACTACACCTCAGATATATTTCTTCATGAAGACCTC
ACAGTAR: AU LIleATTTTGGTCTAGCTACAG
GGATCCATTTTGTGGATGGTAAGAATTGAGGCTATTTTTCCACTGATTAAATTTTTGGCCCTGAGATGCTGCTGAGTT
ACTAG

e N TGGAGTGGGTCCCATCAGTTTGAACAGTTGTCT




