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Azacitidine + Venetoclax in Acute Myeloid Leukemia: Innovative, though not without limitations

* Acute myeloid leukemia (AML) is an aggressive malignancy with high V‘*[‘C,’,‘;;f,'“
relapse rate
* Treatment with the oral BCL2 inhibitor venetoclax (VEN) represents the Eﬂﬁ"% ‘; o

current standard-of-care for AML patients unfit for intensive
chemotherapy, often associated to Azacitidine (AZA)
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Forsberg et al. Haematologica 2024 * The metabolism of leukemic stem cells (LSCs) plays a
pivotal role in leukemogenesis, influencing relapse and

shaping therapeutic response.
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* Relapse prediction remains a clinical challenge

[1]: Issa et al. Nat Rev Drug Discov, 2005
[2]:DiNardo et al. N Engl J Med. 2020
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/ Extra-cellular vesicles (EVs)

nature communications

N\ 5

Article https://doi.org/10.1038/s41467-024-55231-9

Parallel single- ceII metabollc analysis and
extracellular vesicleprofiling reveal
vulnerabilities with prognostic significance
in acute myeloid leukemia

Dorian Forte @1,Robeno Maria Pellegrino @, Paolo Falvo@

Paulina Garcia-Gonzalez®,Husam B.R.Alabed?, Filippo Maltom1 1,

Davide Lombardi®* SamanthaBruno @',Martina Barone @°, Federlco Pasini®’,
Francesco Fabbri”, lvan Vannini”, Benedetta Donatia‘GianlucaCristiano1.

Chiara Sartor™" ,Simona Ronzoni® , Alessia Ciarrocchi G Sandra Buralta

Lorena Urbanelli ®?, Carla Emlham2 19 Simona Soverini',LuciaCatani’"",
Francesco Bertolini @, Rafael José Argiello @° MicheleCavo™'! &

Antonio Curti @°

Received: 10ctober 2023

Accepted: 3 December 2024

Published online: 30 December 2024

™ Check for updates

‘\ 3 P/ Immune and leukemic cells
\ -~ > - * Lineage

* Metabolic activity

-

N0
I
D1 _i . 30000
*CD44- 15000
CD63-
*HLA-DRDPDQ~
cD9-
cp29-111
cD8-
*CD42a- | 5000
*CD133-1-
*CD62P-
CD146-
*CD14-
HLA-ABC-
*CD41b-
*cp105-1ll
co24-l
*CD40-11
VLR
*cDa-1 0
CD31-
CD326-
cDe9-
*ROR1- W
CD49e-
cD2-
cD3-
SSEA4-
MCSP-
cD19-
CD56-
cD25-
CD11c-
*CD209-
CD86-
CD1c-
cD20-
cD142-

10000

1000

MOLM-13+
adv EVAML

MOLM-13+
inter EVAML

MOLM-13+
fav EVAML




Xlx CONGRESSO
: A NAZIONALE

¥ SIES2026 .

Can we use liquid biopsy at early timepoints to
monitor patients’ response to AZA/VEN in AML?
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V Multiplex Proteomic Profiling of EVs show a specific profile in AML compared to HD

Differentiation and lineage markers
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/I”f EV RNA sequencing highlights a T cell and metabolic involvement

Gene expression Over-Representation Analysis (ORA)
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Multi-parametric spectral flow cytometry allows to detect rare cell subsets

Immunophenotype
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(Single Cell Energetic metabolism by profiling Translation inhibition) SCENITH metabolic analysis by cell type or risk
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Immuno-metabolic shift after 48h of AZA/VEN therapy

SCENITH analysis performed on whole peripheral blood

-> Analysis in real-time OONSET O48h post AZA/VEN
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?\/ AML EVs 48h post AZA/VEN show a decreased level of immune-associated markers
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Onset Post-therapy
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Conclusions

* Liquid biopsy provides useful insights in the monitoring of therapy response at early timepoints

* Immune cells metabolism at diagnosis shows prognostic value and after therapy shows a
different metabolic profile

 AML EV surface markers correlate with ELN risk classification and show a different profile after
therapy at early timepoints, suggesting an immune involvement

Clinical potential: Integrating EV signatures with immune-metabolic crosstalk may
reveal novel prognostic biomarkers and allow to monitor therapy response



X I X CONGRESSO
NAZIONALE

SIES2026 - - |
Acknowledgments

IRCCS Azienda Ospedaliero Universitaria di Bologna

Istituto di Ematologia «L. e A. Seragnoli»

Leukemia Immunobiology and
Microenvironment Lab
Marilena Ciciarello

Dorian Forte

Darina Ocadlikova
Valentina Salvestrini

Jiayin Liu

Federico Pasini

Lucia Rossi

Ismael Sanchez-Polanco
Karyna Volkava

Clinical team
Cristina Papayannidis
Stefania Paolini

Thanks also to:

* Seragnoli immunology group
L. Catani

M. Barone

F. Maltoni

G. Narimanfar

G. Chirumbolo

N. Fincato

G. Tespio

« SCENITH™ team
P. Garcia Gonzalez
R. J. Arguello

« Other collaborators:

ALMA MATER STUDIORUM
UNIVERSITA DI BOLOGNA

FONDAZIONE

Corrado e Bruno Maria

FRRERI

I 10 O 5 .

FONDAZIONE TERZO PILASTRO
INTERNAZIONALE

Sarah Parisi S. Tiberi ;

Chiara Sartor G. Corradi : SERVIZIO SANITARIO REGIONALE
Jacopo Nanni G. Castellani da Osp - Universitaria dl Bologna
FederiCO Zingare"i IRCCS Istituto di ricovero e cura a carattere scientifico
Raffaele Ciruolo

Giulia Masala

Antonella Pagano o o o N
Chiara Comparin Read our paper on EVS W BOlOgna

Antonio Curti from AML at Onset TRANSCAN

LINFOMI E MIELOMA A I R C



