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RGFP966 is an HDAC3 inhibitor (1C50: 0.08 uM) and does not affect other HDACs at
concentrations up to 15 pM.

HDAC

RGFP966 is specific for HDAC3 (IC50: 0.08 pM) and no effective inhibition of any other
HDAC at concentrations up to 15 pM [1]. In LPS/IFNy-stimulated RAW 264.7 macrophages
treatment with RGFP966 did not change the expression of the genes TNFa, iNOS, and IL-
10 but provided a significant downregulation of the expression of the pro-inflammatory
genes IL-1B, IL-6 and IL-12b [2]. RGFP966 resulted in decreased cell growth in CTCL cell
lines due to increased apoptosis that was associated with DNA damage and impaired S
phase progression [3].

All mice exhibited a robust preference for the cocaine-paired context after cocaine-
conditioned place preference (CPP) training. Treatment with RGFP966 (3 or 10 mg/kg, s.
c.)immediately after the drug-free preference tests resulted in significant extinction of
CPP on posttest 2 and posttest 3. Treatment with 10 mg/kg, but not with 3 mg/kg,
resulted in a significantly rapid reduction of CPP on the subsequent days [1]. RGFP966 at
doses of 10 and 25 mg/kg improves motor deficits on rotarod and in open field
exploration, accompanied by neuroprotective effects on striatal volume [4].

Briefly, the respective human recombinant HDAC enzymes were incubated in the
absence and/or in presence of various concentrations RGFP966 and a pro-fluorogenic
substrate at room temperature for 60 min. Next, the deacetylation reaction was stopped
by the addition of the HDAC Stop Solution (6 mg/ml trypsin, 0.3 mM SAHA) in all wells
and the plate was incubated at 37 °C for 20 min. The release of the fluorescent 7-amino-
4-methylcoumarin was monitored by measuring the fluorescence at Aem =460 nm and
Aex =390 nm using a Synergy H1 plate reader. The fluorescence value of the
background wells was subtracted from the fluorescence of the positive control, blank
and inhibitor wells. Nonlinear regression was used to fit the data to the log(inhibitor) vs.
response curve using GraphPad Prism [2].

To investigate the influence of the HDAC 3-selective inhibitor RGFP966 on cell viability,
RAW 264.7 macrophages, HBE cells and hASM cells were seeded in 96-well plates. To
obtain identical cell density at the start of the experiments, RAW 264.7 macrophages
were seeded at 25,000 cells/cm2, HBE cells and hASM cells were seeded at 70%
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Cell Research

Animal Research

confluency (based on surface area) and were serum-starved for 24 h prior incubation
with RGFP966. Shortly before incubation with RGFP966, the medium was replaced by
100 pl fresh (if appropriate serum free) culture medium. Incubations with LPS and IFNy
were performed as described for HDAC 1-3 downregulation by siRNA. After 20 h of
incubation with RGFP966, 20 pl of CellTiter 96 AQueous One Solution reagent was added
to each well and incubated at 37 °C for 1 h in the dark. The absorbance at 490 nm was
measured using a Synergy H1 plate reader. LPS/IFNy-stimulated cells without addition
of RGFP966 were considered 100% [2].

Subthreshold training and a 24-h retention test for location-dependent object
recognition memory (OLM) and novel object recognition memory (ORM) were performed
as described previously. Mice received an injection of RGFP966 (3, 10, or 30 mg/kg s.c)
or vehicle alone either 1 h before or immediately after a 3-min training seeion [1].

Solubility Information

Solubility

In vivo Formulation

Preparing Stock Solutions

TmM
5mM
10 mM
50 mM

DMSO: 45 mg/mL (124.17 mM),Sonication is recommended.
(< 1 mg/mlrefers to the product slightly soluble or insoluble)

10% DMS0+40% PEG300+5% Tween 80+45% Saline: 2 mg/mL (5.52 mM),Sonication is

recommended.

Please add the solvents sequentially, clarifying the solution as much as possible before adding the next one.
Dissolve by heating and/or sonication if necessary. Working solution is recommended to be prepared and
used immediately. The formulation provided above is for reference purposes only. In vivo formulations may
vary and should be modified based on specific experimental conditions.

1mg 5mg 10mg
2.7594 mL 13.7969 mL 27.5938 mL
0.5519 mL 2.7594 mL 5.5188 mL
0.2759 mL 1.3797 mL 2.7594 mL
0.0552 mL 0.2759 mL 0.5519 mL

Please select the appropriate solvent to prepare the stock solution, according to the solubility of the product in
different solvents. Please use it as soon as possible.

Note: The dilution table applies only to solid products. For liquid products, please calculate the stock solution based
on the stated concentration and/or density.
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