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A multi-analyte blood test has the potential for robust sensitivity in detecting Fig. 1. Methylation & protein biomarker training & testing cohorts Tab. 2. Performance of combined methylation & protein

« Training and testing sets were split with stratification by age,

race, ethnicity, collection site, cancer organ type, and stage. biomarker conflguratlon in the testing set

a broad range of cancer types and stages.

6,354

Previously, using retrospectively collected samples, we trained and Total Cohort _ « The training set was further divided into to a 5-fold cross Test Set Analysis Estimate % 95% CI n/N
independently assessed the performance of up to four different biomarker otalohor 1,438 Cancers validation (CV) set and a mini-holdout set. Specificity 98.5%, 97.9% 98.9% 2397 | 2.434
. . 12 | _ _ - pecifici 5% 9%, 98.9% 2, ,
classes for the detection of cancers in a case-control study. v | 1 . Learning curve analysis was used to determine minimum
Testing Set size of the CV set. Sensitivity, all cancers 50.9% 47.3%, 54.5% 3711729
@ O BJ E CTIVES Cancer c’::::;, Total Cancer c::g;r Total « The CV set was used to select model architecture, feature Stage | 15 4%, 10.9%, 21.3% 28 /182
iital Training Set i B Initial Testing Set Selection =l e engineering, and transformaltlon approaghes as we!l as to Stage | 38 0% 30.9%, 45.7% 682 /163
The aim of this study was to further refine and assess calling algorithms election | | Brclusions e pherfO;m|§ yperparameter funing, and funing of specificit Stage o7.8% 00.6%, 74.2% 1221180
. I f f f h f . I I d b k I , Exclusions (QC failed) 4 7 -11 Methylation / protein QC failed -8 -18 -26 thresholds. StEgE \Vi 85 5% ?9_4%1 90.0% 147 /172
I.e. classifiers, for two of the four previously evaluated biomarker classes, — Subjects age > 84.0. 21 36 67 - OR-logic was selected as the overarching methylation- . . o
methylation and protein, using samples from a multi-center, prospectively 5x Cross validation set 431 1,388 1,819 Samples > 72 hr blood processingwindow  -20 e - orotein classifier: other approaches did not offer significant Unknown stage 37.5% 22.9%, 54.7% 12132
collected study: Ascertaining Serial Cancer patients to Enable New Miri-oldout set 223 985 1208 — S e advantages. Stage |, 26.1% 21.7%, 31.0% 907345
: : 3 : oo Final Testing Set itivi
Diagnostic 2 (ASCEND 2). FinalTrainingSet 654 2,373 3,027 aliestingse - A mini-holdout set was used to test multiple different models Sensitivity, 56.8% 52.8%, 60.7% 335/ 590

excl. breast & prostate cancers

By measuring methylation and protein biomarkers that capture during the model selection process before evaluating two

. : : : - - - e Stage | 17.2% 12%, 24.2% 251145
shared, cancer-associated signals, yet rely on different mechanism of . : Classifi : : : subsequent methylation — protein overarching classifier ‘
_ . . 9 , yeLrely Training & model selection for Corﬁts)?n';zfzy Combined methylation & protein configurations in the test set, at 98.5% and >99.0% target Stage | 48 6% 39.4%. 57.9% 53 /109
release into the circulation, the objective was to show that these two methylation & protein biomarkers S biomarker testing set readout v , : : et 11 o, Soh 70 900 111181
biomarker classes can detect a broad range of cancer types while specliicity. J o S
maintaining high specificity. - The data shown here is based on the 98.5% specificity Stage IV 86.5% 80.2%, 91.0% 1347155
target and uses the less complex model. Unknown stage 40.0% 24.6%, 57.7% 12730
Fig.2 Training & testing set performance comparison Stage |, I 30.7% 25.4%, 36.6% 78 / 254
M ET H 0 D S Sensitivity excl. breast, colorectal, 54.8% 50.4%, 59.2% 268 / 489
— — _ N . _ _ - prostate, & cervical =0 T EEe
ol g ey oy Cross aldation « The generalizability of the combined methylation and protein classifier was Sensitivity of pancreatic, esophagus
« For the methylation and protein classifier development a total of 6,354 [ e evglgated by comparmg_the performance between (t,he 5-fold CV S’.e.t’. the full liver, lung, stomach, & ovarian 63.7% o87%, 69% 1867292
: training set, and the testing set all targeted to 98.5% overall specificity.
blood samples (1,438 cancers and 4,916 non-cancers) collected in o 70.8%
LBgard®tubes were selected from >11,000 subjects enrolled in . \ » Training set 5-fold CV and full training set achieved 98.9% (95% CI, 98.1- C O N C L U S I O N S
ASCEND 2.° S owof s 99.3%) specificity and 98.8% (95% Cl: 98.3-99.2%) respectively. Testing set
« The selection of the samples was based on plasma volume availability, a specificity achieved 98.5% (95% CI: 97.9-98.9%).
- T . . . .- . - . Q . ngn  m =
clinical eligibility criteria, availability of validated clinical data prior to Y o | . As shown in Tab.2, at a specificity of 98.5%, the combined
testing initiation, and demographic matching requirements between the « Taken together, no significant bias was observed between full training set, CV methylation & protein configuration demonstrated:
training and testing set cohort set, and testing set performance, indicating good generalizability of the
. 20 - o o 0 mgm  m
- Of the samples that were tested, additional exclusions were applied for classifiers. 50.90/0 sensitivity across all 21 cancer organ types, and
training and the hold-out testing set, respectively (Fig.1). N 56.8% when breast and prostate cancers were excluded
- Tab. 1 shows the training and testing cohort demographics. Training _ overall - Stagel - Stagell - stagelll - Stagelv - stagel Tl _ _ _ o from the analysis.
and testing set tumor organ sites and stage distributions are depicted in Fig.3 Cancer organ type & stage distribution of training & Fig. 4. Evaluation of collection site impact on test . 54.8% sensitivity excluding cancer organ types with
Fig. 3. ' rforman ' : P ,
g9 . . testing sets set performance average-risk standard of care screening (i.e. excluding
« Methylation and protein measurements were performed as described I = = Testing set b ¢ tat ) I d ¢
. 1 I Testing Set (unique collection sites)
oreviously. i Stege reast, prostate, cervix, colon and rectum).
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Tab. 1. Demographics of training and testing cohorts : 1 = types with the shortest 5-year survival rate (i.e. pancreas,
Training Set Testing Set © 1001 > :
Charactoristic S Ao o Norea 2 - B 2. esophagus, liver, lung and bronchus, stomach, and ovary).
n=654 n=2,373 n=3,027 n=729 n=2,434 £ LHH |- G
s?;male 354 (54.1%) 1,344 (56.6%) 1,698 (56.1%) 388 (53.2%) 1,392 (57.2%) 1,780 (56.3%) MLy :_ O — & 40
Male 300 (45.9%) 1,029 (43.4%) 1,329 (43.9%) 341 (46.8%) 1,042 (42.8%) 1,383 (43.7%) . L ATH LA ﬁ u = e = RE F E RE N C E S
A T — - — | —
fﬂiéffsr?) 66.9 (9.0) 64.8 (8.0) 65.3 (8.3) 66.3 (8.3) 64.9 (7.8) 65.2 (7.9) 0 | E=i=EiNs ﬁ T ﬁ 0 B0 [H 5 = H g - _ .
(Min, Max) (50, 92) (50, 96) (50, 96) (50, 84) (50, 84) (50, 84) FF ST ST TS E S 1. Douville C, et al., Annals of Oncology, 2022; 33: S575
Race / Ethnicity & N R R N R s & & - ; s ; ; 99. -
White 560 (85.6%) 1,899 (80.0%) 2,459 (81.2%) 587 (80.5%) 2,009 (82.5%) 2,596 (82.1%) oof oo\oo?’ N & \Qof 23 o ’ S8 . 2. Gainullin V, et al., Can Prev Res 2023;16(1 Suppl): Abstract nr P041.
" N<I>(n - /li:cs.pani%Latir_lo 528 257315(;“/)0) 1é56‘(1)0(§24é9/°/<)>) 24%20(%8547;) 523 2232-1/“/)0) 1;;37(52947/‘%;) 25%30(2720557;) N g N & Overall Stage | Stage Ii Stage il Stage IV Stage | + i 3. Douville, C. et al. Presented at European Society of Medical Oncology Congress, Madrid
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Asian' | 24 (3.7%) 84 (3.5%) 108 (3.6%) 31 (4.3%) 55 (2.3%) 86 (2.7%) e The tralnlng (Ieft bar) and testlng (rlght bar) sets included SUbjeCtS with cancers in . Testing set performance from all enrollment sites was Compared to S_pam on October 21, 2023. POSte'r 189P'. .
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Native : o performance from sites that were unique in the testing set. 31% of
Mixed Race 1(0.2%) 3 (0.1%) 4(0.1%) 1(0.1%) 7 (0.3%) 8 (0.3%) « The number of cancers per organ site was targeted to represent cancers with high, subjects (non-cancers n=597: cancers n=383) in the test set were from
Native Hawaiian or Other 0 (0.0%) 3 (0.1%) 3 (0.1%) 1(0.1%) 2 (0.1%) 3 (0.1%) common, and rare incidence and is not reflective of intended use population. : : o . DlSC LOSU RES and AC KN OWLEDGEMENTS
oo slander « Cancer stages and tumor organ sites in the cohort collectively represent >85% of these unique sites not present in the training set.
E::"::Z?t‘;v"/M'ss'ng 18 (2.8%) 14 (0.6%) 32 (1.1%) 35 (4.8%) 24 (1%) 59 (1.9%) incident Carglcel’S observed ingthe eneral bobulation 4 yrep ° « The comparison of the unique collection site sensitivity (56.7%, 95% CI: Medical writing and editorial support was provided by Carolyn Hall and Feyza Sancar (Exact Sciences,
Not Hispanic/Latino 613 (93.7%) 1,969 (83.0%) 2,582 (85.3%) 650 (89.2%) 2,077 (85.3%) 2,727 (86.2%) . 0 . traini J testi ¢ ﬁ , p'l P dist 'b. " thi tes. Th 51.7-61.5) and specificity (99.3%, 95% CI: 98.3-99.7), as well as the Madison, W). Data analysis and statistical analysis support was provided by Amy Lehman, Darl Flake,
HispaniciLatino 25(3.8%) 390 (164%)  415(13.7%)  49(67%)  341(14%) 390 (12.3%) verall, fraining and testing Sets have simifar distributions within organ sites. ihe sensitivity by stage indicates good model generalizability. :Anaddztoer\]/e\yv Fckeﬂ (Exact Sciences, Madison, WI). This study was sponsored by Exact Sciences Corp.,

Unknown / Missing 16 (2.4%) 14 (0.6%) 30 (1.0%) 30 (4.1%) 16 (0.7%) 46 (1.5%) overall distribution for stages | to IV was 27%, 21%, 26%, and 22 %, respectively.
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