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Multiplex assays: primer and probe sequences, and concentration

EGFR Multiplex 1

Exon 19 deletion hotspot

Forward primer: 5-GTGAGAAAGTTAAAATTCCCGTC-3' - 1.875 uM

Reverse primer: 5-CACACAGCAAAGCAGAAAC-3 -1.875 uM

Probe deletion hotspot: 5-FAM-AGGAATTAAGAGAAGCAACATC-MGB-NFQ-3' -1 uM
Probe reference region: 5'-VIC-ATCGAGGATTTCCTTGTTG-MGB-NFQ-3' -1 uM

o O O O

Exon 20: T790M mutation

o Forward primer: 5-GCCTGCTGGGCATCTG-3" - 0.94 uM
o Reverse primer: 5-~AGCAGGTACTGGGAGCCAATA-3'-0.94 uM
o DProbe: 5-FAM-ATGAGCTGCATGATGAG-MGB-NFQ-3' - 0.5 uM

EGFR Multiplex 2

Exon 19: G719A/C/S mutations

Forward primer: 5'- CCTTATACACCGTGCCGAAC-3" - 1.875 uM

Reverse primer: 5- CCTTATACACCGTGCCGAAC-3' - 1.875 uM

Probe mutations: 5-FAM-AGCCCAGCACTTTGATCTTT-MBG-NFQ-3' -1 uM
Probe WT: 5'-VIC-CCTCAAGAGAGCTTGGTTGG -MGB-NFQ-3' - 1 uM

O O O O

Exon 21: L858R mutation

o Forward primer: 5-GCAGCATGTCAAGATCACAGATT-3" -2.85 uM
o Reverse primer: 5-CCTCCTTCTGCATGGTATTCTTTCT-3" - 2.85 uM
o Probe mutation: 5'-FAM-AGTTTGGCCCGCCCAA-MGB-NFQ-3' - 1.75 uM

Exon 21: L861Q mutation

o Forward and reverse primer from exon 21 L858R mutation
o Probe mutation: 5-FAM-CTGGCCAAACAGCTGGGT-MGB-NFQ-3' - 0.75 uM
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Digital Droplet PCR (ddPCR)

Both ddPCR multiplex assays were assembled by 10.5 pL 2x ddPCR Supermix for Probes (BioRad), 2
uL primer/probe mix, and 8.5 uL of isolated sample. Assays could be run on the same PCR plate, as they
had identical thermal cycling conditions: 95°C for 10 minutes, 40 cycles of 95°C for 30 seconds, then 62°C
for 1 minute, followed by 98°C for 10 minutes and cooling to 4°C.

Table S1: Data overview.

. . EGFR
Patient SaEpl EGFR Sen Tube CP Tllfmsfc Hemolysi L A;/erage ut
e No status S ime S emp DNA

1 1 0 1 0 0 1 0 0.5 16.0 na
2 1 0 0 0 0 6 1 0.5 16.0 na
3 1 0 2 0 0 2 0 3.0 4.7 na
4 1 0 2 0 0 0 0 2.0 17.5 na
5 1 0 1 0 1 0 3.0 13.3 na
6 1 0 2 0 1 5 1 3.0 15.0 na
7 1 0 2 0 0 1 0 2.0 16.0 na
8 1 0 1 0 1 3 0 4.0 13.3 na
9 1 0 2 0 0 1 0 3.0 4.7 na
10 1 0 1 0 1 4 0 3.0 15.0 na
11 1 0 1 0 1 2 0 3.5 6.6 na
12 1 0 2 0 0 0 0 4.0 20.0 na
13 1 0 2 0 0 0 0 35 20.0 na
14 1 0 1 0 0 0 0 2.5 8.5 na
15 1 0 2 0 0 1 0 3.0 6.1 na
16 1 0 2 0 0 1 0 4.0 6.1 na
17 1 0 2 0 0 0 0 4.0 15.5 na
18 1 0 2 0 0 0 0 4.0 15.5 na
19 1 0 2 0 1 3 0 3.0 18.1 na
20 1 0 2 0 1 1 0 4.0 4.7 na
20 2 0 1 0 0 3 0 1.5 9.6 na
21 1 0 0 0 0 10 0 1.5 1.1 na
22 1 0 2 0 0 1 0 4.0 1.1 na
23 1 0 1 0 0 4 1 1.0 14.2 na
24 1 0 2 0 0 1 0 2.0 14.2 na
25 1 0 1 0 0 1 0 2.0 1.1 na
26 1 0 1 0 0 1 0 1.5 8.5 na
27 1 0 0 0 0 3 0 0.5 8.5 na
28 1 0 1 0 0 0 0 4.0 18.1 na
29 1 0 2 0 0 3 1 2.0 9.7 na
30 1 0 2 0 0 0 0 4.0 6.1 na
31 1 0 2 0 0 1 1 4.0 1.1 na
32 1 0 2 0 0 3 0 4.5 1.1 na
33 1 0 2 0 0 0 0 35 18.3 na
34 1 0 1 0 1 0 1 3.0 13.3 na
35 1 0 0 0 0 5 1 1.0 9.7 na
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0.5
0.5
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4.0

4.4

15.0

4.0
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2.0

na

na

na

2.0

na

na

na

2.0

na

na

na

1.0
1.0
1.0
1.0
1.0
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1.0
1.0
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4.0

na

na

23
24
25

na

4.0
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216 6 1 1 0 1 1 0 4.0 18.1 0
216 7 1 1 0 1 1 0 4.0 6.6 0
217 1 1 1 0 0 1 1 14.2 0
217 2 1 2 0 0 0 1 3.5 18.3 0
217 3 1 1 0 0 1 1 1.0 9.7 0
217 4 1 1 0 0 1 0 2.0 1.1 0
217 5 1 1 0 0 1 0 4.0 8.8 0
217 6 1 2 0 1 1 1 3.0 18.6 1
218 1 1 1 0 0 1 0 2.0 9.7 1
219 1 1 2 0 0 1 0 25 16.0 0
219 2 1 1 0 0 1 0 3.0 18.1 0
220 1 1 0 0 0 2 0 2.0 5.3 0
220 2 1 1 0 0 1 0 14.2 0
220 3 1 1 0 0 4 0 1.0 16.0 1
220 4 1 0 0 0 5 0 1.5 17.5 0
220 5 1 2 0 0 2 0 2.0 9.6 0
220 6 1 2 0 1 4 0 2.0 19.2 0
221 1 1 1 0 0 3 0 1.0 16.0 1
221 2 1 0 0 0 2 0 1.0 18.1 0
221 3 1 0 0 0 2 0 1.0 9.7 0
221 4 1 0 0 0 3 1 1.0 1.1 0
221 5 1 0 0 0 2 0 0.5 8.8 0
222 1 1 2 0 0 7 1 0.5 14.2 0
222 2 1 1 0 0 4 0 1.0 18.3 0
222 3 1 0 0 0 4 1 0.5 17.5 0
222 4 1 1 0 0 3 1 1.0 6.1 0
222 5 1 0 0 0 2 0 1.0 1.1 0
222 6 1 0 0 0 2 1 0.5 9.6 0
222 7 1 2 0 1 6 1 2.0 18.6 0
223 1 1 1 0 0 1 0 2.0 14.2 1
224 1 1 2 0 1 0 0 4.0 13.3 0
225 1 1 1 0 1 0 0 25 13.3 1
226 1 1 2 0 0 4 0 1.5 8.5 0
226 2 1 2 0 0 4 0 4.0 17.5 0
226 3 1 2 0 0 1 0 3.0 8.8 0
227 1 1 1 0 0 2 0 25 16.0 0
228 1 1 2 0 0 3 1 2.0 18.3 0
229 1 1 2 0 0 3 1 1.5 17.5 0
230 1 1 2 0 0 11 0 3.0 9.7 0
231 1 1 2 0 0 1 0 3.0 17.5 1
232 1 1 2 0 0 0 0 4.0 9.6 1
233 1 1 2 0 0 4 1 35 1.1 1
234 1 1 2 0 1 0 4.0 18.1 0

Average Temp: average temperature per month; CP: centrifugation protocol, 0 = one-step, low speed, 1 =
two-step, high speed; EGFR mut ctDNA: EGFR mutated ctDNA, 0 = not detected, 1 = detected; EGFR status:
EGFR mutational status as determined by tissue and/or liquid biopsy, 0 = EGFR WT, 1 = EGFR mutated;
Hemolysis: 0 = no visible hemolysis 1 = visible hemolysis present; Na: not applicable; Sens: reached assay
sensitivity (maximal detectable EGFR mutation frequency), 0 >3%, 1 = 0.5 — 3%, 2 <0.5%; Transit Time:
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number of days between sample collection and processing; Tube: 0 = Streck tube, 1 = EDTA tube; # mL:
volume of generated plasma.



