Supplementary Table 1

Components of the reaction mixtures

a: PCR prior to Sanger sequencing
	Reagents
	Volume (µL)

	KOD Plus Neo Buffer
	2

	dNTP
	2

	MgSO4
	1.2

	Primer Forward (10pmol/µL)
	0.2

	Primer Reverse (10pmol/µL)
	0.2

	KOD Plus Neo
	0.4

	DNA (10ng/µL)
	2

	Distilled water
	12



b: Real-time PCR
	Reagents
	Volume (µL)

	GeneSoC® M4 PCR Master mix*
	12

	Primer Forward (10pmol/µL)
	1

	Primer Reverse (10pmol/µL)
	1

	Probe Mutant
	0.5

	Probe Wild-type
	1

	Template DNA
	2

	Distilled water
	2



c: ddPCR
	Reagents
	Volume (µL)

	Supermix
	11

	Primer Forward (10pmol/µL)
	1.98

	Primer Reverse (10pmol/µL)
	1.98

	Probe Mutant
	0.55

	Probe Wild-type
	0.55

	Template DNA 
	3.3

	Distilled water
	2.6



* GeneSoC® is supplied by Kyorin Pharmaceutical Co., Ltd.


Supplementary Table 2

The DNA concentrations of 24 archived samples

	Sample
	1
	2
	3
	4
	5
	6

	DNA (ng/µL)
	42.8
	54.2
	19.6
	44
	41.6
	62

	

	Sample
	7
	8
	9
	10
	11
	12

	DNA (ng/µL)
	83.6
	47.8
	38.4
	49.4
	56.4
	76

	

	Sample
	13
	14
	15
	16
	17
	18

	DNA (ng/µL)
	71.8
	14.8
	77
	69.4
	22.4
	26.6

	

	Sample
	19
	20
	21
	22
	23
	24

	DNA (ng/µL)
	61.4
	65.8
	18.7
	73.4
	75.2
	53






Supplementary Table 3

The results of five cases (23 samples) analyzed by real-time PCR, histopathology, and ddPCR 

	
	Case 1
	Case 2
	Case 3
	Case 4
	Case 5

	Sample
	a
	b
	c
	d
	e
	a
	b
	c
	d
	e
	a
	b
	c
	d
	e
	a
	b
	c
	d
	a
	b
	c
	d

	Real-time PCR
	+
	+
	+
	+
	-
	+
	+
	+
	-
	+
	+
	+
	+
	+
	-
	+
	+
	+
	+
	+
	+
	+
	+

	Histopathology
	+
	+
	+
	-
	-
	+
	+
	+
	-
	-
	+
	+
	-
	+
	-
	+
	+
	+
	+
	+
	+
	+
	-

	ddPCR
	+
	+
	+
	+
	-
	+
	+
	+
	-
	+
	+
	+
	+
	+
	-
	+
	+
	+
	+
	+
	+
	+
	+

	+, mutation-positive;  -, mutation-negative

	ddPCR positivity was defined as VAF ≥ 2%



