	Number of positive analyses
	First 2 years of follow up N (%)
	Subsequent 3 years of follow up N (%)
	Entire 5 years of follow up N (%)

	1
	100 (61.4)
	121 (72)
	99 (42.6)

	2
	32 (19.6)
	29 (17.3)
	62 (26.8.)

	3
	25 (15.3)
	13 (7.7)
	28 (12.1)

	≥4
	6 (3.7)
	5 (3)
	43 (18.5)

	Total
	163
	168
	232


Supplementary table 1: Distribution of number of positive samples during the first 2 years, the subsequent 3 years and the entire 5 years of follow up.

Supplementary figure 1: Disease-free survival according to the cumulative number of positive analyses during: (A) the first two years, (B) the subsequent three years and (C) the total five years of follow up. 

[image: image1.png]A

Progression Free

Progression Free

Progression Free
Survival Rate (%)

Survival Rate (%)

Survival Rate (%)

100—
-E

®
S
|

o
<)
|

IS
S
|

)
)
|

40|

20—

1004

80—

60—

40—

20—

Positive samples during first 2 years of follow-up

Log-Rank test: p=0.913

0= T T T T T T T

20 40 60 80 100 120 140 160
Time Since Assignment (months)

Positive samples during 3 to 5 years of follow-up

100—
E h 3 positive samEIes

80— [,
>=4 positive Samples
1 positive sample
60— 2 positive samples

Log-Rank test: p=0.663

I I I I I I I I
20 40 60 80 100 120 140 160

Time Since Assignment (months)

Positive samples during 5 years of follow-up

1 positive sample

>=4 positive samples

—_—
nples

positive samples

Log-Rank test: p=0.063

I I I I I I I I
20 40 60 80 100 120 140 160

Time Since Assignment (months)




	
	Disease free survival 
	Overall survival

	CK-19 mRNA

5 years of follow up
	       CK-19 mRNA

Pre-chemotherapy
	Total 
	Events
	Rate (%)
	Events
	Rate (%)

	Persistently Negative
	Negative
	47 
	8
	17
	4
	8.5

	
	Positive
	32
	1
	3.1
	1
	3.1

	Turn to negative
	Negative
	32
	1
	3.1
	1
	3.1

	
	Positive
	31
	4
	12.9
	2
	6.4

	Turn to positive
	Negative
	32
	5
	13.5
	3
	7.9

	
	Positive
	31
	8
	25.8
	6
	19.3

	Persistently Positive
	Negative
	31
	11
	31.4
	9
	25.7

	
	Positive
	53
	24
	45.3
	15
	28.3


Supplementary table 2: Incidence of disease recurrence and deaths according to the pre-chemotherapy detection of   CK-19 mRNA-positive circulating tumor cells.
Abbreviations: CK-19, cytokeratine-19.

Supplementary figure 2: Disease-free (A) and overall (B) survival of the persistently positive patients according to the pre-chemotherapy CK-19 mRNA positive CTCs’ status.  
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