Q
(ox

100% -
© 600 - 0 22% 29% 17%
®nQ < ()
c % S 75%- UICC stage
== ®© 0,
S £ 400 5 48% o !
G s 50% -
. 5 55% I
o Q0 €
N 4
§ 5200 8 25%- B
oF ¢ EEC
0 ) T T T 0% ) T T T
ddPCR NGS ddPCR ddPCR NGS ddPCR
SNV panel methylation SNV panel methylation
C
All | Il |
0.0014 0.81 0.089 0.0033
1 1 T 1
<0.001 0.4 0.05 0.00062
300 4 — 1 | — | — | —
0.0016 0.28 0.43 0.02
— 1 | — | — 1
E :
E 100+ X }
° ‘
N
(2] =
5 ° #s g
E 30 \ —— -
= e ¢ S ®
10 g 4%
J
]
T T T T T I T T T T T T
ddPCR NGS  ddPCR ddPCR NGS  ddPCR ddPCR NGS  ddPCR ddPCR NGS  ddPCR
SNV panel methylation SNV panel methylation SNV panel methylation SNV panel methylation
d
All | Il |
1.2 1
0.004 | 0.393 | 0.572 | 0.022
0.003 0.393 0.572 0.022
0.9 0.339 0.586 0.899 0.657 I

0.6 4 I :I:

|

59%  55%  78% 25%  28%  45% 66%  66%  75% 72%  68%  93%
(402/682) (129/233) (50/64) | (37/149) (19/67) (5/11) | (216/326) (84/128) (18/24) | (149/207) (26/38) (27/29)
T T T T T T

ddPCR  NGS ddPCR  ddPCR NGS ddPCR  ddPCR NGS ddPCR  ddPCR NGS ddPCR
SNV panel methylation SNV panel methylation SNV panel methylation SNV panel methylation

ctDNA detection frequency

e
Characteristic OR 95% CI p-value
Method
ddPCR SNV - -
NGS panel 1.17 0.83, 1.67 0.4
ddPCR methylation 1.99 1.00, 4.15 0.057
UICC stage
| - —_
1] 2.35 1.59, 3.50 <0.001
1] 3.28 2.11,5.12 <0.001
Tumor size (mm) 1.05 1.04, 1.06 <0.001

Supplementary Figure 4 — Comparison of ctDNA detection methods. a) Distribution of methods used across patients. b) Pathological UICC stage distribution
among patients analyzed with each method. c¢) Tumor size (largest diameter in mm) for patients analyzed with each method. d) ctDNA detection frequency by
each method for all patients and stage-stratified. Whiskers indicate 95% confidence interval calculated as Wilson’s interval. e) Logistic regression analysis for
testing ctDNA positive with each different method, when accounting for different stage distribution and tumor size, which are both correlated to ctDNA detection
on their own. P-values <0.05 were considered statistically significant and are highlighted in bold.



