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Product Name: 5-Ph-1AA

Cat. No.:

GC61525

Chemical Properties

Cas. No.
SMILES

Formula

Solubility

General
tips

Shipping
Condition

Structure

Protocol

168649-23-8
0O=C(0)CC1=CNC2=C1C=C(C3=CC=CC=C3)C=C2
C16H13NO2 M. Wt 251.28
DMSO: 125 mg/mL (497.45 mM) 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

DT40 cells (chicken B lymphoma cell line), HelLa cells (human epithelial
immortal cell line), HT1080 cells (human fibrosarcoma cell line), U20S cells
(human osteosarcoma cell line), RPE1 cells (human retinal pigment epithelial
cell line), E14tg2a cells (mouse embryonic stem cell line)

Caution: Product has not been fully validated for medical applications. For research use only.
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DT40 cells expressing OsTIR1F74A and mScarlet-mAID-CENP-H (or mAID-
luciferase, mAID-CENP-A, mAID-CENP-T) were treated with 5-Ph-1AA at
indicated concentrations for up to 6h, followed by immunoblotting, luciferase

Preparation
MetF:]od assay, fluorescence microscopy and cell growth/viability assays; Hela,
HT1080, U20S, RPE1 and E14tg2a cells expressing OsTIR1F74A and
mScarlet-mAID-CENP-H were treated with 5uM 5-Ph-1AA for 2-4h, followed by
immunoblotting, fluorescence microscopy and colony formation assay.
Reaction
5uM; 2-6h
Conditions H
5-Ph-1AA degraded mScarlet-mAID-CENP-H in OsTIR1F74A-expressing DT40
cells and inhibited cell growth. 5-Ph-IAA degraded mScarlet-mAID-CENP-H in
Applications

OsTIR1F74A-expressing HeLa, HT1080, U20S, RPE1 and mouse ES cells
within 2-4h, and suppressed colony formation in these cells.

Animal experiment [2]:

Animal models

Rj:NMRI-Foxn1 nu/nu nude mice (6 weeks old)

Preparation
Method

HCT116 (WTAIDZ UHRF1AID2 pNMT1AID2 yHRF1 MAIDZ pNMT1MAID2)
cells were suspended in 50% Matrigel and injected subcutaneously into the

flanks of mice; when tumors reached ~60mm3, mice received daily
intraperitoneal injection of 5-Ph-1AA (8mg/kg) or 0.9% NacCl for 8 consecutive
days, then tumors were resected for western blot, immunohistochemistry
(UHRF1, Ki67, F4/80, p21), whole-mount SA-B-gal staining and tumor weight
measurement.

Dosage form

3mg/kg; i.p.; once daily for 8 days
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5-Ph-1AA degraded UHRF1 and/or DNMT1 in xenograft tumors, reduced tumor
weight, decreased Ki67-positive proliferation signal, increased SA-B-gal-
positive senescent cells, increased F4/80-positive macrophage infiltration and
induced p21 staining in tumor sections.

Applications
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Background

5-Ph-1AA is a ligand for the AID2 system. 5-Ph-IAA specifically binds to the OsTIR1(F74G) mutant to
form a ternary complex. 5-Ph-1AA induces ubiquitination of mini-AlD (mAID)-tagged target proteins
and degradation by the 26S proteasome. 5-Ph-IAA can be used for dynamic studies of protein
function in living cells, single-cell protein isoform studies, and research on colorectal cancer and other

tumors[1 _4].

In vitro, treatment of rab1 and rab5 knockout MDCK cells with 1uM 5-Ph-1AA for 2 hours degraded
RAB1B and RABS5A proteins in the cells, rendering the cells in RAB1-depleted and RABS5-depleted

states, respectively[®l. Treatment of HCT116 cells (expressing OsTIR1(F74G) and mAID-EGFP-

NLS) with 1uM 5-Ph-1AA for 4 hours degraded the mAID-EGFP-NLS reporter protein in the cellsl6l],
Treatment of DT40 cells expressing OsTIR1F74A and mScarlet-mAID-CENP-H with 5uM 5-Ph-IAA
for 6 hours degraded mScarlet-mAID-CENP-H protein in the cells and inhibited cell growth.
Treatment of HeLa, HT1080, U20S, RPE1 cells and ES cells expressing OsTIR1F74A and mAID-
tagged target proteins with 5uM 5-Ph-1AA for 2-4 hours degraded the corresponding mAID-tagged

target proteins and inhibited colony formationl”].

In vivo, a single intraperitoneal injection of 5mg/kg 5-Ph-IAA into adult pMK411 transgenic mice

degraded AID-EGFP reporter protein in the heart within 6 hours!8l. A single intraperitoneal injection
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of 5mg/kg 5-Ph-1AA into Cep192AID/AID:ogTir TIVTIN mice degraded CEP192-mAID in the smalll
intestine, spleen and stomach. Intraperitoneal injection of 5mg/kg 5-Ph-1AA into

Cep192WYWE-0gTirt TIVTIN mice every 24 hours for 14 consecutive days did not cause behavioral
abnormalities, body weight changes, blood and serum toxicity indicator changes or histopathological

damage[g]. Daily intraperitoneal injection of 3mg/kg 5-Ph-1AA into Rj:NMRI-Foxn1 nude mice bearing
xenograft tumors formed by HCT116 (WTAIDZ2 yHRF1AID2 pNMT1AIDZ

UHRF1MAID2,pNMT1MAID2) celis for 8 consecutive days degraded UHRF1 and/or DNMTH proteins
in the tumors, reduced tumor mass, decreased Ki67-positive signal, and increased SA-B-gal-positive

signal[1 0],
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