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PYZD-4409 is a specific inhibitor of the ubiquitin-activating enzyme UBA1 with an IC50 of 20 uM (cell-free

Description enzymatic assay). PYZD-4409 induces cell death in malignant cells and preferentially inhibits the
clonogenic growth of primary acute myeloid leukemia cells[1].
IC50 & Target IC50: 20 uM (ubiquitin-activating enzyme UBA1)[1]
PYZD-4409 (10-40 pM; 72 hours; myeloma, leukemia, and solid tumor cell lines, primary AML cells and
normal hematopoietic cells) induces cell death with a LDs, less than 10 uM in 5 of 8 leukemia and myeloma
cell lines. In contrast, solid tumor cell lines were less sensitive with an LDs, of approximately 15 to 20 uM.
PYZD-4409 is preferentially cytotoxic to malignant cells over normal hematopoietic cells[1].
PYZD-4409 (50 uM; 4 hours; K562 leukemia cells) treatment blocks the E1-dependent conjugation of
ubiquitin to the E2 enzyme cdc34[1].
PYZD-4409 (0-25 pM; 24 hours; K562 leukemia cells) significantly increases both mRNA and protein levels
of Grp78 and Hsp70. In addition, PYZD-4409 increases levels of phospho-JNK and phospho-p38
mitogen-activated protein kinase, which have also been linked to ER stress and the unfolded protein
response[1].
Cell Cytotoxicity Assay[1]
Cell Line: Myeloma, leukemia, and solid tumor cell lines, primary AML cells and normal
In Vitro hematopoietic cells
Concentration: 10 uM, 20 pM, 30 pM, 40 uM
Incubation Time: 72 hours
Induced cell death with a LDs, less than 10 uM in 5 of 8 leukemia and myeloma cell
Result: lines. In contrast, solid tumor cell lines were less sensitive with an LDs, of
approximately 15 to 20 pM.
Western Blot Analysis[1]
Cell Line: K562 leukemia cells
Concentration: 50 uM
Incubation Time: 4 hours
Result: Blocked the E1-dependent conjugation of ubiquitin to the E2 enzyme cdc34.
RT-PCR[1]
Cell Line: K562 cells
Concentration: 0 uM, 10 pM, 25 uM
Incubation Time: 24 hours
Result: Significantly increased both mRNA and protein levels of Grp78 and Hsp70.
PYZD-4409 (10 mg/kg; intraperitoneal injection; daily on alternate days; for 16 days; male severe
combined immunodeficient mice) decreases tumor weight and volume without untoward toxicity[1].
Animal Model: Male severe combined immunodeficient (SCID) mice with MDAY-D2 murine
In Vivo leukemia cells[1]

Dosage: 10 mg/kg
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Administration: Intraperitoneal injection; daily on alternate days; for 16 days
Result: Delayed tumor growth and decreased tumor weight without untoward toxicity.
In Vitro:

Solvent&Solubility

DMSO : 2 35 mg/mL (99.53 mM)

*">" means soluble, but saturation unknown.

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.8436 mL 14.2179 mL 28.4357 mL
Stock Solutions 5 mM 0.5687 mL 2.8436 mL 5.6872 mL
10 mM 0.2844 mL 1.4218 mL 2.8436 mL
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In Vivo:
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VB KPR INEFE7]: 10% DMSO—~40% PEG300 —5% Tween-80 — 45% saline

Solubility: 2 2.5 mg/mL (7.11 mM); Clear solution

BT7EAERAY 2 2.5 mg/mL (7.11 mM,  PELATRE AR H) [RREE AT

B 1 mL AR5, B 100 pl 25.0 mg/mL 78 DMSO fis &3 nF] 400 uL PEG300 i, JR& 5%
BRI 50 L Tween-80, R&EI5); SAJR4kEEIMA 450 L AL EKERZE 1 mL.
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