Supplementary Figure

1:

Functional

analysis

of

neoantigen-specific

CD8" T

cells.

(A) Representative example of CD107a, IFN-y, TNF-a and IL-2 intracellular labelling in live CD3"CD8*
T cells upon neopeptide stimulation from patient UROS516. (B) CD107a, IFN-y, TNF-a and IL-2

expression profiles from TIL from 6 patients upon neoepitope stimulation.
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Supplementary Figure 2: Recurrence and progression free-survival based on the presence of detectable
reactivity against neoantigen in non-muscle (NMIBC) and muscle invasive bladder cancer patients
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Supplementary Figure 3: Overview of the cDNA library construction and screening strategy.

polyA fragmentation RT
selection (200 bp) (random hex)
RNA l l l = CDNA
(from patient’s tumor) l Hifi assembly
————— {pCMVH HIRESHmCherryJ————V

lentiviral backbone

!

lentivirus production

Fluorescence

MOI x4 imaging :
(98% mCherry*)

————— {PCMV{ HLA-A/B/C |-

llenti

HEK-293 —— 293 HLA-I"- 293 HLA-|I e > \
T 10x
'd
CRISPR/Cas9 3.000/well [OOOOOOOOOOOOOO0000000000)
6 HLA-l alleles 000000000000000000000000 &
000000000000000000000000 GBERE 803
000000000000000000000000 % b
000000000000000000000000 | 72h 37°C 0 83055055
000000000000000000000000 | %1~
000000000000000000000000
000000000000000000000000
000000000000000000000000
000000000000000000000000
000000000000000000000000
_EoA. 000000000000000000000000
hCD8a-E2A-hCD3A (PEF1}{TRB - P2A- TRA | 000000000000000000000000
(patient’s TCR) 000000000000000000000000
TCR* NFAT-eGFP 10.000/well | ©00000000000000000000000
l l ot . . 000000000000000000000000 |
Jurkat E6.1 >» 2D3 2D3 TCR+

from K.Thielemans positive

cell
cloning

—_—



Supplementary Figure 4: Inmunohistochemical detection of Beta-2-Microglobulin in the
tumors of patients UC1 to UC3.




