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B-cell Acute Lymphoblastic Leukemia (B-ALL) is the

most common pediatric malignancy

Characterized by molecular alterations that define

the different subgroups
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*  PAX5-altis linked to poorer prognosis and a

lower chance of survival and complete remission
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LA LEUCEMIA LINFOBLASTICA ACUTA (LLA) PEDIATRICA PAX5-R E UN
SOTTOGRUPPO MOLECOLARE AD ALTO RISCHIO DI LLA A CELLULE B
CARATTERIZZATO DA UN PROFILO PROGNOSTICO SFAVOREVOLE MRD-
DIPENDENTE
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Fazio G, Bresolin S, Silvestri D, et al. PAX5 fusion genes are frequent in poor risk
childhood acute lymphoblastic leukaemia and can be targeted with BIBF1120
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Study objectives

* Study of the FIt3 gene expression profile in patients with PAX5r B-ALL to identify a potential innovative
therapeutic target

* Evaluation of cell viability following treatment with FLT3 inhibitors in-vitro, ex-vivo e in-vivo
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! [ ne ns : Relative FLT3 Expression (median) RNA-seq in 465 consecutive
1 BCP-ALL AIEQOP patients
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tu jecties

* Study of the F/t3 gene expression profile in patients with PAX5r B-ALL to identify a potential innovative
therapeutic target

* Evaluation of cell viability following treatment with FLT3 inhibitors in-vitro, ex-vivo e in-vivo
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FLT3 expression levels from RNA-SEQ

Results (II) HTP Drug screemng in PASr PDXs

3

n~

log2(FPKM+1)

Wilcoxon
p=0.82
A
Diagnosis X ‘
PAXS5r PDXs
PAX5t cells
PAXS5r patients PAX5r PDXs Healthy cells

High-Throughput Drug
Screening
(174 compunds)

Image adapted from Oikonomou A., Valsecchi L., Quadri M., et al.High-throughput screening as a drug repurposing strategy for
poor outcome subgroups of pediatric B-cell precursor Acute Lymphoblastic Leukemia
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Results (II) Gllterltmlb has a potentlal new drug for PAX5r in pedlatrlc B- ALL

FLT3 inhibitors on PAX5r
100-

il , e o . . DSS values expressed
v ® o as Median with
interquartile range

DSS

WHY GILTERITINIB?

* Selective for FLT3

* Safe for patients

* FDA-approved for adult patients with FLT3-
mutated relapsed/refractory acute myeloid
leukemia (AML) and in pediatric patients
with relapsed/refractory FLT3-ITD AML
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Results (II) Gllterltlnlb is eff|C|ent in PAX5r ceII Ime )
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Results (l1): Gilteritinib reduces cell viability in
PAX5r PDX cells in a dose-dependent manner

Number of live cells (Ann V-/7-AAD-)
in treated vs untreated condition
n=3 experiments

Cell viability (ratio to untreated)

Cell viability (ratio to untreated)

One-way ANOVA with the Dunnett post-test for multiple comparisions using untreated as the comparator
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Results (ll): Gllterltmlb' exerts a synerglstlc effect in comblnatlon wnthdexamethasone
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Results (ll): in-vivo experimenta design

NSG mouse
(7-8 weeks old)

e .,

Injection PAX5r Start End Sample
PDX cells BM aspirate |, CD‘1'§3§2'|‘|§T1 0% treatment  collection
L L 1 L L

T 1 T 1
Day 0 Day 7 Day 14 Day 21 Day 28

Engraftment Therapeutic treatment with gilteritinib
(4-5 weeks) 10 mg/kg or 20 mg/kg
(4 weeks)
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Results (II) gllterltmlb demonstrates potent antlleukemlc act|V|ty in- wvo

BM SP CNS -~ Untreated
Gilteritinib 10 mg/kg
% %k k% 5 -4 Gilteritinib 20 mg/kg
I %k £
ns *ok kK §’
g0 I 1 150 | 8 | * 217
_— (X ] ° —_ —_
) —_—  ° ") ")
tie % : ¢ ‘:’? % "°° % N 20 T T T T T T T
% O 60 < .0 o® < © 6+ S v B 0 & D P P
co . c o 1004 c® . Days
o = (TR o -
S 0 s 0 . == —
5 O 404 o ° S &) 5 O 4 ° ° *kkk
o) -i; . o 4; . o .,; ——
S - S - = ° Y * kKK
£ 3 20- * g5 % EQ » %
50 50 b 5 © . °
F < o FT o F e bad _ 100
= = = )
0 T T T 01— 0 T T T E
O 3 > £ 1
‘0 ‘0 ‘G [
& o R o S £ s
R ® P &
& & & & & &S o ]
QRPN AN AN D D
o © o © o 0O 6 s
Tt
& O @
P O
Sy ’o's 'oq9
Peripheral blood (PB) was also evaluated, but it showed poor engraftment (0%-0,4%) {gé“ g&“
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One-way ANOVA with the Dunnett post-test for multiple comparisions using untreated as the comparator
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Results (II) gllterltmlb demonstrates potent antlleukemlc act|V|ty in- wvo

BM SP CNS
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Peripheral blood (PB) was also evaluated, but it showed poor engraftment (0%-0,4%)

One-way ANOVA with the Dunnett post-test for multiple comparisions using untreated as the comparator
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Conclusmns and future perspectlves

FLT3 expression is increased in PAX5r patients
Gilteritinib is effective in in-vitro, ex-vivo and in-vivo in preclinical PAX5r models, and its
anti-tumor activity is enhanced in the presence of standard chemotherapeutic drugs -

additive/synergistic effect

Study the expression of FLT3 protein and its active form, P-FLT3, in PAX5r patients
Evaluate the efficacy and synergy of gilteritinib in-vitro and in-vivo in PDX mouse

models of gilteritinib with other drugs, such as venetoclax
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