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P324 PHARMACOLOGIC INHIBITION OF DYRK1A RENDERS HIGH-RISK KMT2A-R ALL SENSITIVE TO
VENETOCLAX
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Background: KM T2A-rearranged (R) ALL is a high-risk disease with a frequency of 70% in infants and 10% in
children and adults with ALL and is associated with chemoresistance, relapse, and poor survival. Current intensive
multiagent chemotherapy regimens induce significant side effects, yet fail to cure many patients, demonstrating
continued need for novel therapeutic approaches.

Aims: Determine if pharmacologic DYRK1A inhibition may be a novel treatment strategy for patients with KMT2A-R
ALL.

Methoeds: To identify novel targets in KMT2A-R leukemia, we performed a domain-specific kinome-wide CRISPR
screen and identified multiple kinases required for cell growth. We focused on DYRK1A as it met the following three
criteria: 1) Growth inhibition upon kinase targeting was greater in KMT2A-R leukemic cells than in non-KMT2A-R
cells, 2) DYRK1A was not found to be common essential gene assessed through the Cancer Dependency Map, 3)
Small molecule inhibitors are available.

Results: We analyzed multiple ChIP-Seq experiments and identified that KM T2A-fusions directly bind to

the DYRK1A promoter. Our RT-PCR and Western blot analyses demonstrate that KMT2A-R ALL cells treated with
a menin inhibitor to disrupt the transcriptional activity of the KMT2A-R complex, downregulate DYRK1A, indicating
direct regulation of DYRK1A by the KMT2A-fusion. We further observed that pharmacologic inhibition of DYRK1A
with EHT1610 induced leukemic cell growth inhibition in vitro and in vivo, demonstrating that DYRK1A could be a
new therapeutic target in KMT2A-R ALL cells. To further elucidate the mechanism of DYRK1A function, we treated
several KMT2A-R ALL cell lines in vitro with EHT1610, which surprisingly resulted in the upregulation of MYC and
hyperphosphorylation of the RAS/MAPK target ERK. Given that ERK hyperactivation stops B cell proliferation
during early B cell development to allow them to rearrange their B cell receptor, we hypothesized that cell cycle
inhibition upon ERK hyperactivation remains as a conserved mechanism of cell cycle regulation in KMT2A-R ALL.
Strikingly, combining DYRK1A inhibition with the MEK inhibitor trametinib antagonistically rescued KMT72A-R ALL
cell proliferation, indicating that ERK hyperactivation is the main driver of DYRK1A inhibitor mediated cell cycle
arrest. Given that DYRK1A inhibitor does not induce apoptosis and cells restart cell proliferation after EHT1610
withdrawal we concluded that a DYRK1A monotherapy may not be an ideal new treatment option. However, it has
been reported that increased MYC activity induces the accumulation of BIM in Burkitt’s Lymphoma. Given the
increased expression of MYC following DYRK1A inhibition we performed a new Western blot analysis and validated
increased expression of BIM in our KMT2A-R ALL cell lines after EHT1610 treatment. To test if targeting the
interaction of BIM with BCL2 will induce an apoptotic effect when combined with EHT1610, we treated

four KMT2A-R ALL cell lines with increasing concentrations of EHT1610 and the BCL2 inhibitor venetoclax.
Strikingly, the combination of DYRK1A inhibition with BCL2 inhibition synergistically killed KMT2A-R ALL cells
and significantly reduced the leukemia burden in vivo.

Copyright Information: (Online) ISSN: 2572-9241

© 2022 the Author(s). Published by Wolters Kluwer Health, Inc. on behalf of the European Hematology Association. This is an open access Abstract Book
distributed under the Attribution-NonCommercial-NoDerivs (CC BY-NC-ND) which allows third parties to download the articles and share them with
others as long as they credit the author and the Abstract Book, but they cannot change the content in any way or use them commercially.

Abstract Book Citations: Authors, Title, HemaSphere, 2022;6:(S3):pages. The individual abstract DOIs can be found at
https://journals.lww.com/hemasphere/pages/default.aspx.

Disclaimer: Articles published in the journal HemaSphere exclusively reflect the opinions of the authors. The authors are responsible for all content in
their abstracts including accuracy of the facts, statements, citing resources, etc.

HemaSphere | 2022; 6:53 451 EHA2022 Hybrid Congress



HemaSphere « EHA &5

Frepe obacian H weset IR the ey mrRcs) )
ChiP-Seq racks ar KUTLAS and AFFI® anttodes wersuss nget
n e KMIZA-0 B-ALL coll brem SEM €} CHSag of humas
CITH cale Easasired weh @ KWIZA-AFIFLAD comminel
Tracks kr e FLAG ambody are shoen. D} AT-FCR anaiyss of
CIFRATA and e b FUATEA A Largels, WY, FICESESA
el ANEGEY alen & chny of B-S003 rtrrent 1900 ) Waetern

Image:
DFRHAA
A . B G D Figrara 1: DYRHLA i rgined B raguisis ERSC and MYE in
w KMT2A-R ALL
. AR FLAL =
P G e & i A Comparzn of DYAK1A oepwbon amang 1 indezerdest
5w = L . ngme sereens in SEM (RUTEA A} ang HAL T {TCF2HLA
5 - e 2 - AL cell bnes. ard TWA1 {ETVABLY) POK cels For the
H oy = g ] =" el CRISFR soroms, we conpaned e ke changs
3l - T S e ! i Som nped (5 daps sber knome Bbrary tansducian) and
o — H 7
ol LT S H

ol analysis of BNTZAR ALL ool lines dnesied wilk EHTIHID
|l:v=n.1n Ak, Easeisd (VEK sfbiin) o & cambaalin
boh dugs demoesiaing ha NEK niilon peevents

y 1. i,
-- s "I E o = rv:xm imhibior medoied ERK upreguisiion Dels wers
e € ! B | WAl Wil S LIRS Y TN F) Syneigy sty
ﬂﬂ T o wertlied T OYREiA and MEX inhbiben anagencicaly
[T} + [ LR | 2 1

swar s the SR T2AE ALL calln Shaown aos e swsrages of 5
Wt : 1 ] rebepn et expermants per ool Ine. B Westem b nalyss

ol inchcpied proteies. in KWTZAR ALL cells whe iemed wih

PR ) H whek coim o EHTIEN (P3h (M) descrsdwing
g e p“‘t"a sgrveant wrwgeltin of MYC and Bl et CYAKIA
e —— e, M) Soeqge anaksis of ENTIRN. and vensincias
—_—— x [BELE ik ki) ALL cot Wi (oo SEN anee)

nc [ Smmuarrateg Pat EHTISN el aneodis syse sty ol

- b WMTIA cel Cell mes wew fesied weh rcced

ma ) £ concetrabens f M Shiwe o Me dwnges of 3
H [ wdependent eperimems por ool ine. ) Fiow olmeic

v » [ —— : armbyn of KMT2A ALL sl lran bariec seih £HE 1812 ard

ke o T2h

Bt 6 e s v
Varstecie inbd]

Summary/CGonclusion: Our results validate DYRK1A as an important molecule to regulate cell proliferation via
inhibition of MYC and ERK. Targeting DYRK1A results in the accumulation of BIM, which renders the cells sensitive
to BCL2 inhibition via venetoclax. While further in vivo validation is needed, we predict that combining DYRK1A
inhibition with venetoclax may be a novel precision medicine strategy for the treatment of KMT2A-R ALL.
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