Supplementary material 
Table S1. Next generation sequencing of codon 545 

	
	Reference

Position
	Type
	Reference
	Allele
	Variant Count
	Coverage
	Frequency (%)

	MKN1*
	1633
	SNV
	G
	A
	1,257,031
	1,925,310
	65.30

	HA20**
	1633
	SNV
	G
	A
	22,613
	1,482,130
	1.53

	HD7**
	1633
	SNV
	G
	A
	38,275
	1,418,873
	2.70

	HE2**
	1633
	SNV
	G
	A
	71,026
	1,494,814
	4.75


*Cell line for positive control; **Patient tumor samples

Table S2. Validation of E545K status 
	Assay
	Sample

ID
	Copies/µl (WT)
	Copies/µl (MT)
	Allele       frequency (%)

	E545K
	HA1
	17.29
	0.15
	0.88

	E545K
	HA6
	3.04
	0
	0

	E545K
	HA7
	49.00
	0
	0

	E545K
	HA8
	13.11
	1.37
	9.49

	E545K
	HB7
	NA
	NA
	NA

	E545K
	HB8
	6.97
	0.16
	2.17

	E545K
	HC3
	56.97
	0.08
	0.14

	E545K
	HC4
	65.62
	0.56
	0.84

	E545K
	HD3
	5.70
	0
	0

	E545K
	HD8
	87.55
	0.32
	0.37

	E545K
	HE1
	81.81
	0.23
	0.28

	E545K
	HE3
	45.32
	0.23
	0.51

	E545K
	HE5
	47.19
	1.57
	3.22

	E545K
	HF2
	NA
	NA
	NA

	E545K
	HA12
	4.91
	0.08
	1.61

	E545K
	HA18
	1.30
	0
	0

	E545K
	HA25
	5.27
	0
	0

	E545K
	HB28
	14.88
	0
	0


WT, wild type; MT, mutant type; NA, not applicable.
Table S3. PIK3CA mutations and patient characteristics

	Characteristics
	PIK3CA mutations
	p value

	
	+
	-
	

	Age (years)
	
	
	

	>65
	10
	62
	0.46*

	<65
	3
	36
	

	Gender
	
	
	

	Male
	10
	68
	0.75*

	Female
	3
	30
	

	Histologic type
	
	
	

	Differentiated
	6
	50
	0.78*

	Undifferentiated
	7
	48
	

	Stage (TMN7)
	
	
	

	ΙB
	2
	20
	0.92**

	IIA
	3
	21
	

	IIB
	3
	28
	

	IIIA
	2
	7
	

	IIIB
	2
	12
	

	IIIC
	1
	10
	

	Lesions of relapse
	
	
	

	NA
	10
	73
	0.24**

	Lymph nodes
	2
	3
	

	Hematogenous
	1
	10
	

	Peritoneum
	0
	10
	

	Local
	0
	2
	


*Fisher’s exact test; **Chi-square test
Table S4. PIK3CA mutations and PI3K-pathway protein levels in all gastric cancer cases

	
	
	PIK3CA mutation
	p value*

	
	
	+
	-
	

	p-PI3K
	+
	1
	10
	1.00

	
	-
	12
	88
	

	p-AKT
	+
	6
	54
	0.57

	
	-
	7
	44
	

	p-mTOR
	+
	8
	65
	0.76

	
	-
	5
	33
	

	PTEN
	+
	6
	51
	0.77

	
	-
	7
	47
	


*Fisher’s exact test
Table S5. PIK3CA mutations and PI3K-pathway protein levels in Stage II/III gastric cancer cases

	
	
	PIK3CA mutation
	p value*

	
	
	+
	-
	

	p-PI3K
	+
	0
	8
	0.59

	
	-
	11
	70
	

	p-AKT
	+
	4
	45
	0.21

	
	-
	7
	33
	

	p-mTOR
	+
	6
	53
	0.50

	
	-
	5
	25
	

	PTEN
	+
	4
	41
	0.35

	
	-
	7
	37
	


*Fisher’s exact test
Table S6. PIK3CA mutations and PI3K-pathway protein levels in Stage IB gastric cancer cases

	
	
	PIK3CA mutation
	p value*

	
	
	+
	-
	

	p-PI3K
	+
	1
	2
	0.26

	
	-
	1
	18
	

	p-AKT
	+
	2
	9
	0.48

	
	-
	0
	11
	

	p-mTOR
	+
	2
	12
	0.52

	
	-
	0
	8
	

	PTEN
	+
	2
	10
	0.48

	
	-
	0
	10
	


*Fisher’s exact test
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Fig. S1. Direct sequencing histogram of codon 545. 

(A) The sense strand of the WT control (GSS) and (B) MT control (MKN1).

(C) A gastric cancer patient sample considered to be WT. (D) Two gastric cancer patient samples suspected to have the MT allele. The arrows indicate c.1633 G>A substitution at codon 545.
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Fig. S2. Kaplan-Meier survival curves stratified by PIK3CA mutation status in Stage II/III patients.
(A) OS and (B) RFS of PIK3CA mutation (+) (n = 12) and PIK3CA mutation (-) (n = 77) in Stage II/III patients. Dashed vertical line indicates 5 years. P, P value of Log-rank test; HR, hazards ratio; and CI, 95% confidence interval.
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Fig. S3. Kaplan-Meier survival curves stratified by p-PI3K level in Stage II/III patients.
(A) OS and (B) RFS of p-PI3K (+) (n = 5) and p-PI3K (-) (n = 36) in the S-1 group. (C) OS and (D) RFS of p-PI3K (+) (n = 10) and p-PI3K (-) (n = 67) in the Surgery group. 
Dashed vertical line indicates 5 years. P, P value of Log-rank test; HR, hazards ratio; and CI, 95% confidence interval.
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Fig. S4. Kaplan-Meier survival curves stratified by p-mTOR level in Stage II/III patients.
(A) OS and (B) RFS of p-mTOR (+) (n = 27) and p-mTOR (-) (n = 14) in the S-1 group. (C) OS and (D) RFS of p-mTOR (+) (n = 55) and p-mTOR (-) (n = 22) in the Surgery group. Dashed vertical line indicates 5 years. P, P value of Log-rank test; HR, hazards ratio; and CI, 95% confidence interval.
