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ctDNA — tumor fragments in blood and urine
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cfDNA half-life <2 hours - enables real-time monitoring of tumor burden

Leary et al, Sci Transl Med, 2012
Crowley et al., Nature Reviews Clinical Oncology, 2013
Corcoran et al., New England Journal of Medicine, 2018



How ctDNA can guide treatment decisions in bladder cancer
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Clinical management of non-metastatic MIBC

Up to 50% develop
metastatic disease
TURBT Radical cystectomy
(tumor resection) (removal of bladder)
o Neoadjuvant - Adjuvant @ @ @ @ .
chemotherapy (NAC) nivolumab 2-3 years
Cisplatin-eligible . PD-L1 tumor expression




ctDNA is prognostic in MIBC — also with long-term clinical follow-up
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* Recurrence within 1 year after RC.
** Recurrence status within 2 years after the last plasma sample was analyzed.

Christensen et al., JCO, 2019
Lindskrog et al., CCR, 2023



ctDNA guided treatment - clir
trial validation
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Primary endpoint:

* Complete response (CR) after treatment with investigational agent initiated by
ctDNA positive status after radical cystectomy.

CR = NED (negative ctDNA and no visible metastasis on CT)

Secondary endpoints (selected):

e Overall survival after cystectomy in Study Subjects having biochemical relapse

* Cancer specific survival after cystectomy in Study Subjects having biochemical
relapse

* Recurrence free survival after cystectomy in Study Subjects having biochemical
relapse



TOMBOLA trial design and analysis strategy
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and variant calling assays per patient 3-10 replicates



192 patients 14 patients excluded

8 did not undergo RC
............... > 3 withdrew consent

Y 2 died of complications from RC
1 died during NAC

178 patients included
in ITT population

|
77 ctDNA-negative
patients

101 ctDNA-positive
patients

| |
v v v v

4 died due to cancer
1 patient treated 3 8 q : : 1 patient choice
. . 76 patients did not 93 patients treated 8 patients did not ) . .
with atezolizumab due ] : . , . : --->» 1 discontinued and received
{0 clinical relapse receive atezolizumab with atezolizumab receive atezolizumab another treatment
2 other

34% of clinically high risk

50% of clinically low risk
(and PD-L1+) are ctDNA-

are ctDNA+

Dyrskjgt et al, EAU25



ctDNA refmes treatment deC|3|ons beyond clinical risk
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Primary endpoint

No evidence of disease (NED) following immunotherapy: 49%

CT scan
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Negative

Negative
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ctDNA status

count
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10_end

Dyrskjgt et al, EAU25



Secondary

endpoints - survival
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ctDNA levels correlate with recurrence

A Treatment initiating TF vs. recurrence Cc TF at treatment initiation
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Additional biomarkers associated with response

b

ctDNA+ patients, immunotherapy response
Odds Ratio (95% CI) p—value

Age - a:; 0.97 (0.91-1) 0.35
I
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'
Clinical risk (high vs low) = E * 2.1(0.82-5.5) 0.12
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ctDNA kan blive et centralt beslutningsvaerktgj i
klinisk praksis i naer fremtid

* Behandlings-deeskalering kan vaere sikker for ctDNA-
negative patienter

e ctDNA-status og clearance under immunterapi
informerer om respons

e Randomiserede studier (IMvigor011, MODERN) er
ngdvendige for at bekraefte effekten

* ctDNA har potentiale til at 2endre klinisk praksis



TOMBOLA trial study group
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