g

G L p B I 0 Peptides, Inhibitors, Agonists

Good Laboratory Practice Bioscience

Product Data Sheet

Product Name: A 366

Cat. No.:

GC16015

Chemical Properties

Cas. No.

Chemical
Name

SMILES

Formula

Solubility

General
tips

Shipping
Condition

Structure

Protocol

1527503-11-2

5'-methoxy-6'-(3-(pyrrolidin-1-yl)propoxy)spiro[cyclobutane-1,3'-indol]-2'-amine

NC1=NC2=CC(OCCCN3CCCC3)=C(0C)C=C2C14CCC4
C19H27N302 M. Wt 329.44

>11.9mg/mL in DMSO Storage  Store at -20°C

For obtaining a higher solubility , please warm the tube at 37 °C and shake it in the
ultrasonic bath for a while.Stock solution can be stored below -20°C for several months.

Evaluation sample solution : ship with blue ice All other available size: ship with RT , or
blue ice upon request.
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Cell experiment [1]:

Cell lines

U20S cells (human osteosarcoma cell line) and HCT116 cells (human
colorectal carcinoma cell line, both p53 wild-type and p53 knockout variants)
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Cells were cultured in DMEM supplemented with 10% fetal bovine serum (FBS)

, at 37°C under 5% COs2. For testing, U20S cells were treated with A 366 (10uM)
Preparation Method L . : ,
in combination with the DNA double-strand break (DSB) inducing agents

phleomycin or etoposide.

Reaction

10puM; 0-180min.
Conditions H

A 366 significantly potentiated the anti-tumour activity of DSB-inducing agents. A
366 hypersensitized U20S tumor cells to low doses of phleomycin or etoposide,

Applications impairing DSB repair and leading to increased accumulation of DNA damage
markers (YH2AX and 53BP1 foci) and ultimately tumor cell death. This effect
was independent of p53 status.

Animal experiment [2]:

Animal models Balb/c nu/nu mice bearing subcutaneous OPM2 multiple myeloma xenografts

Female immunodeficient mice were inoculated with OPM2 cells. For
monotherapy, mice were treated with A366 via intraperitoneal injection daily for

Preparation Method 9 days. For combination therapy, mice were treated with A 366 (8mg/kg) daily
for 6 days, with the DNMT inhibitor decitabine co-administered during the final
72 hours.

Dosage form 8mg/kg; i.p.; daily for 6-9 days.
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A 366 monotherapy significantly inhibited tumor growth in vivo and
demonstrated on-target activity by reducing global H3K9mez2 levels in tumors.

Applications The combination of A 366 and decitabine resulted in a synergistic antitumor
effect, leading to robust tumor regression superior to either agent alone, and
was well-tolerated without significant toxicity.

References:

[1] Agarwal P, Jackson SP. G9a inhibition potentiates the anti-tumour activity of DNA double-strand
break inducing agents by impairing DNA repair independent of p53 status. Cancer Lett. 2016 Oct
1;380(2):467-475.

[2] Nylund P, Garrido-Zabala B, Tziola Sl, et al. Dual targeting of G9a and DNMTs induces antitumor
effects in multiple myeloma. Blood Adv. 2025 Oct 14;9(19):4825-4841.

Background

A 366 is a selective G9a/GLP histone methyltransferase inhibitor that inhibits the activity of G9a
(IC50=3.3nM) and GLP (IC50=38nM). A 366 suppresses H3K9me2 methylation and interferes with

the binding of Spindlin1 to H3K4me3[1-2]. A 366 can be used in research related to leukemia,

prostate cancer, and autism spectrum disorders[3-41.

In vitro, U20S human osteosarcoma cells were treated with A 366 (10pM) in combination with
phleomycin (0.5—1uM) or etoposide (100nM) for 0-180 minutes. A 366 significantly impaired DNA
double-strand break repair, enhanced DNA damage accumulation, and synergistically induced tumor

cell death[®]l. Human monocytes, M1/M2 monocyte-derived macrophages, CD4+ T cells, and B cells
were pretreated with A 366 (5—-50uM) for 30 minutes, followed by incubation with different inducters
for 24 hours to 5 days. A 366 attenuated the M2 polarization of macrophages; A 366 also significantly
inhibited the proliferation of B cells, the formation of plasmablasts, and the release of

immunoglobulins G and Al6],

In vivo, Balb/c nu/nu mice bearing OPM2 multiple myeloma xenografts were treated with A 366 alone
(8mg/kg; i.p.; for 6 days) or in combination with decitabine (0.2mg/kg) for the final 3 days. A 366
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significantly inhibited tumor growth in the xenograft model, and the combination therapy

demonstrated a synergistic antitumor effect without causing significant toxicity[7]. Wistar rats were
treated with A 366 (25mg/kg; a single intraperitoneal injection). A 366 significantly reduced the
clonogenic capacity of bone marrow-derived mesenchymal stem cells (BM-MSCs), prolonged their
population doubling time, increased their adipogenic differentiation potential, and decreased their

osteogenic differentiation potential[8].
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