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General Information

'H and 3C NMR spectra were recorded on a Bruker Avance DPX 400 instrument at 400
and 100 MHz, respectively. Spectra are referenced to the solvent in which they were run
(7.26 ppm for CDCl3). High resolution MS analysis was conducted on a Thermo-Fisher
LTQ-XL Orbitrap hybrid mass spectrometer operated at a resolution of 30,0000 (FWHM)
using either FIA or LC/MS sample introduction, depending on which mode was the most
suitable based on previous low resolution analyses. For LC/MS analyses on the Orbitrap, a
narrow-bore (50 X 2.1 mm) Zorbax Rapid-Resolution reversed-phase C18 column coupled
with a C18 guard column was eluted with a 5-90% gradient of CH3CN/H,O containing
0.1% HCOOH at 250 pl/min. The resulting accurate mass measurement of a molecular
species ([M+H]", [M+Na]" or M+NH,4]") was then used to determine a unique elemental
composition for each particular compound. Where appropriate, *H and **C NMR data were
used to set elemental constraints for this calculation. Elemental analyses were performed by
Atlantic Microlab, Inc., Norcross, GA and by UMYMFOR-CONICET, Argentina.
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ANALIZADOR ELEMENTAL EXETER CE 440

ANALISIS NRO : 5754
MUESTRA: 2A-199PB37 .
Codigo: U12-042306

Férmula Empirica: CosH.:,0.Si,

Calculado: %C 67 422 %H 8.487 %N 00C

RESULTADOS

Masa de muestra: 1618.ug
%C: 67.48

%H: 8.30

%N: -
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Supplementary Figure 1. Response of HEK293 and HEK293 cells overexpressing RasGRP3 to treatment
with compounds 2 - 5. Cells were treated for 30 min with the indicated concentrations of compound,
after which the cells were lysed and the lysates subjected to electrophoresis and immunoblotting with

the antibodies as indicated. Results are representative of the triplicate experiments performed.
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Supplemental Figure 2. Biological activity in Ramos cells. Ramos cells were incubated with

DMSO (D), the individual compounds 1-5 (10,000 nM), or PMA (P) (1,000 nM) for 30 minutes.
Lysates were subjected to western blot to compare compound activities as described in Materials

and Methods. The experiment shown is one of three independent experiments.
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Supplementary Figure 3. Translocation of different PKC isoforms and RasGRP3 in living cells in response
to PDBu. CHO-K1 cells were transiently transfected with GFP-PKCa and LNCaP cells were transiently
transfected with GFP- PKC§, YFP-PKCe, or GFP-RasGRP3. The translocation pattern was examined by
confocal microscopy as a function of time after treatment with PDBu (1000 nM). Each panel represents

images typical of the experiments performed (n = 3). Bars are 10 um.
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Supplementary Figure 4. Fluorescence measurements of compounds 1 to 5 in different solvents
(6.05 uM). A) Compound 1; B) Compound 2; C) Compound 3; D) Compound 4; E) Compound 5; F)

Comparison of fluorescence emission of compounds 1 to 5 in DMSO.
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Fluorescence measurements.Fluorescence measurements of the compound’s
intrinsic emission and excitation was measured by dissolving the compounds (1mg/ml
in DMSO) in 1mL of the required solvent up to a final concentration of 6.05uM.
Fluorescence excitation and emission spectra were acquired at 27°C on a FL920
spectrofluorimeter (Edinburgh, Co., Edinburgh, UK) by using the compound's
excitation and emissionwavelengths. Solutions were placed in a quartz cell with a 0.5
cm optical path-length. Light scattering from the vesicles was confirmed to account

for less than 5% of the emission intensity.
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