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I. SUPPLEMENTARY FIGURES
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Supplementary Figure S1. Kaplan Meier curves for the whole population. A. Overall Survival; 
B. Progression Free Survival.
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Supplementary Figure S2. Single-CTC, germline DNA and bulk of White Blood Cells Copy Number (CN) profile of two representative patients (A and B, respectively). Aberrant CN profiles permitted confirmation of malignancy of rare events detected by FACS. The profiles show the intra- and inter-tumor heterogeneity of CTCs.
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Figure S3. Role of EF-FACS CTC counts on on monitoring treatment response to target therapy. A. CTC count changes (baseline vs early timepoint) in patients under target therapy obtaining a Partial Response on first radiological evaluation B. CTC count changes (baseline vs early timepoint) in patients under target therapy obtaining a Stable Disease on first radiological evaluation. C. CTC count changes (baseline vs progression) in patients under target therapy. (Wilcoxon signed rank test p<0,05)
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Supplementary Figure S4. Pearson correlation of CTC counts and ctDNA by continuous analysis showing independency of both variables.
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Supplementary Figure S5. Time-varying impact of the CTC counts on survival. Time-varying hazard ratio of the binarized CTC count using the cutoff of 5. The black line represents the hazard ratio under the proportional assumption and the blue solid line represents the time varying hazard ratio. The dotted lines represent their 95% confidence intervals. The red lines delimit the time windows during which there was an increased risk associated with the presence of CTC.













II. SUPPLEMENTARY TABLES
	Spiked Cells
	No. of Repetition
	Detection rate %
	Median cell detected/7,5ml [range]

	0
	7
	
	0,4 [0-2]

	10
	3
	90
	9 [8-10]

	20
	3
	84
	17 [16-19]

	50
	4
	81
	40 [36-44]

	75
	4
	76,5
	56 [39-73]

	100
	5
	84,2
	84 [68-97]


Supplementary Table S1. Linear Correlation Analysis of PC9 cells spiked in healthy donor blood samples undergoing an EF-FACS workflow. The table summarizes the quantities of spiked PC9 cells, the number of repetition of the experiment, detection rate (spiked vs FACS detected cells) and the median number of detected cells and the corresponding range.














	
	
	Counts  of CTC by CellSearch
	Counts of CTC by EF-FACS

	
	
	≥1
	≥2
	≥5
	≥5
	≥10

	CellSearch vs EF-FACS cohort
86 samples
	N
	17
	9
	4
	58
	26

	
	%
	19.8%
	10.5%
	4.6%
	67.4%
	30.2%

	Target therapy population
40 samples
	N
	10
	5
	2
	28
	12

	
	%
	25%
	12.5%
	5%
	70%
	40%


Supplementary Table S2. Correlation of CTC counts (per 7.5 mL blood) by CellSearch vs EF-FACS. The table represents the number and percentage of samples yielding specific counts of CTCs detected by CellSearch and EF-FACS. Counts are represented for the whole CellSearch vs EF-FACS cohort, and for those patients undergoing target therapy at CTC collection (target therapy population).
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