
Ch1 gatelist

Ch2 gatelist

Mean(Ch1Amp) + n(StDev(Ch1Amp)

n = 4 to 8 by 0.05

Mean(Ch1Amp) + n(StDev(Ch2Amp)

n = 2 to 6 by 0.05

AlleleFrequency

subset by RowID

Number of Events above Ch1gate

Number of Events above Ch2 gate

Ch1 Events / Ch 2 Events *100

Rounded to two significant figures

GateCombo

Combinations of 

Ch1/Ch2 gate

6561 total 

combinations

OptimalCutpoints

Spec 100%

Spec 90%

ROC (0,1)

Defines threshold for each individual 

gating combination according to 

three requirements: 

Spec = 1, 0.9, Minimize Distance 

from ROC to (0,1)

Calculates Sensitivity and 

Specificity, Pull Threshold and 

Compile into dataframe

Selected Gate 

Summary

exRNA

cfDNA

TERT ddPCR Assay

x 4 replicates in 

same row

e.g. A01, A02, 

A03, A04

Reading Droplets

Raw ddPCR 

data

Cluster and Amplitude Data

R1_A01_Amplitudes.csv

alldata

Binds plate name (R1)

Binds WellID (A01)

Binds RowID (A)

Binds Ch1 Amplitudes

Binds Ch2 Amplitudes

Discovery

(n=83; 46 TERT 

Mut; 37 TERT WT)

Multi-Institution 

Blinded Validation 

(n=74; 46 TERT Mut; 

37 TERT WT)

exRNA

cfDNA

TERT ddPCR Assay

x 4 replicates in 

same row

e.g. A01, A02, 

A03, A04

Reading Droplets

Raw ddPCR 

data

Cluster and Amplitude Data

R1_A01_Amplitudes.csv

alldata

Binds plate name (R1)

Binds WellID (A01)

Binds RowID (A)

Binds Ch1 Amplitudes

Binds Ch2 Amplitudes

Selected Gate 

Summary

Combinations of 

Ch1/Ch2 gate

Thresholds

Cohort 1 (Disc/Val)

Multi-Institution

Overall (n=157)

Filter by Overall Sensitivity >= 60

Filter by Overall Specificity >= 90

Calculate Sum of Sensitivities 

across Cohort 1, Cohort 2 and 

Combined Cohort. 

Sorted by Decreasing Sum

Gate of Choice: 1603

Ch1 gate: 7.15 standard 

deviations, Ch2 gate: 2.95 

standard deviations

Threshold: 0.2613240

a)

b)

Supplementary Figure 2




