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Figure S1 

 

 

 

A schema of the two-step qPCR.  First step: all methylated template molecules extracted from 2 ml of 

plasma are in contact with all primer pairs and therefore amplified.  Second step: since all the available 

template was pre-amplified in the first step there is enough copies of each methylated marker to be 

representatively divided into individual marker specific reactions for quantification and therefore could 

be successfully detected even if the original amount was only several molecules. 
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Figure S2 

A 

 
B 

                   

The panel A shows DNA methylation signal from the full 10 marker set on a cohort of 47 healthy subjects 

(left part) and 18 NSCLC patients (right part).  The 95th percentile of the cumulative DNA methylation of 

the control cohort is represented by the horizontal dashed line.  The panel B presents the estimated 

number of methylated template copies per marker per ml of plasma in both cohorts.  The y axis is in a 

log scale.  The median number of methylated template copies for each cohort is printed at the bottom. 

The amount of methylated copies per ml of plasma was estimated using the marker DNA methylation 

signal for each sample and the signal from control samples (normal human blood DNA spiked with DNA 

from MDA-MB231 cancer cells).  
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Figure S3 

 

 

 

The performance of individual markers.  ROC analysis of signal from individual markers using 18 NSCLC 

patients and 47 healthy subjects as control. 
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Figure S4 

 

 

 

The analysis of DNA methylation signal of individual markers between sexes of healthy subjects.  The 

first ten panels show data for individual markers.  The last two panels show combined signal from all 10 

markers and age, respectively. M = males, F = females.   
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Figure S5 

 

 

 

The relation between the DNA methylation signal from individual markers and the age of healthy 

subjects.  The last panel shows the relation between the signal from the full marker set and age.  The 

brown lines indicate the linear model fit.  The Spearman correlation coefficients rho and the 

corresponding p-values are listed above each plot. 
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Figure S6 

 

 

 

The DNA methylation signal of the 10 marker set in control samples grouped by age. The left panel 

shows DNA methylation signal in the entire control cohort, control cohort split into sub cohorts by age 

as describe in Fig 5A and in NSCLC cases cohort. The p-values for comparisons in marker signal between 

young and mid age controls, between mid age and old controls and between old controls and cases are 

listed at the top. The right panel shows that the marker set is able to distinguish between cases and 

individual age groups of controls with high sensitivity and specificity (blue, cyan and green curves) while 

the markers would be poor predictors to classify control samples into age groups (grey curve). 
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Figure S7 

 

 

 

The numbers of markers out of the 10 marker set that passed all in silico filtering criteria42 for individual 

TCGA cancer types.  
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Table S1 

The description of the independent Illumina HumanMethylation450 DNA methylation data cohorts of 

cancer and normal tissue samples obtained from the GEO that were used to validate the marker set. 
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Table S2 

The description of the analytical amplicons including the amplicon sizes and primer and probe 

sequences. The bottom part shows genomic coordinates of the individual qPCR amplicons (hg19). 

 

 

 

 


