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¢ Stem cells use: high number of
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ASCs ISOLATION AND CULTURE " &

Lipoaspirates

CO, Incubator (5%), 37°C
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Cytotoxicity Evaluation Du DB PicoGreen
Fluorescence
Cell death and membrane Free dsd[_)NA on
rupture medium o
480nm — excitation
520nm - emission
Caspases 1, 3 e 8 determination
Quantikine 5
Imunoassay Caspase mp & IS
Human® ;}ﬁf{'ﬂ
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Dichlorofluorescein assay (DCF) ‘M

ROS gquantification

Fluorescence
DCFH-DA - Esterase enzymes

_L’ DCFH ®e 488nm — excitation
ROS 525nm - emission
(AHN, 1996)
Oxidative Biomarkers
TBARS SOD activity CAT activity

Lipid el
peroxidation [{ig#) (iH

(OHKAWA et al., 1979) (BOVERIS e CADENAS, 1997) (AEBI, 1984)
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e DNA comet alkaline assay Sl

Genotoxicity evaluation

* Cell lysis

» Electrophoresis

: : Fronza e colaboradores (2010)
Microscopic

Slide « Staining with :
analysis

confection silver nitrate

(SINGH et al., 1979; NADIN et al., 2001)

Cell morphology evaluation

* Fixation
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Oxidative metabolism parameters = g

Table 1: Oxidative metabolism parameters of ASCs exposed to different concentrations
of H,0,

H202 Concentration (uM)
0 1 3 10 30 100 200
ROS 1003+75° 1060 +97°> 1088+119° 1668 +235° 1651 +220° 1858 +3139 3683 +11.1¢
TBARS 1004+532  3054+180° 6563+407c 7763+4079 8382+286% 09150+9067 18230+3529
CAT 1001+33%  1523+115° 1515+105° 1541+88° 1593 +108° 1563+76° 1563 +76°

50D 1000+15% 211 7+258" 899+08° 221+359 249+289 305+6.3d 34 12+ 4 g
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DISCUSSION

differentiation and senescence of SCs

| [ Oxidative Metabolism: proliferation,

[I\/Iurry et al (1986). were the first to
study the effect of H,O, In adult stem
\cells;
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(Zhang et al (2012): in vitro effect of
H,O, in the cell expansion adult stem
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[ Our results... ] é

“*ASCs high sensibility to the increase of
ROS;

¢ 100% of death from 200 uM treatment;

¢ Apoptotic process activation: caspase 1, 3
and 8;

“ Increase of ROS ratio and lipid

«ﬂ“;‘&& » eroxidation, agreel Ith Tuteja et al (2009
C p , agreeing with Tuteja et al ( )-
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[ Our results... ]

“*Significant increase in the CAT activity; »

*+SOD modulation not dose dependent manner,

agreeing with Gottfredsen et al (2013); (GAETANI et al., 1996)

h Embryonic stem cells + H,O, = SOD inhibition

» Significant DNA damages, with a decrease
of damages 0;

» Cytomorphologics alterations.
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[ In this Way...]

a Despite the H,O, Is able to increase the adult SCs proliferation, R
but the acute exposition, specialy from 3uM, of this kind of
treatment Is also able to conduct to citotoxic effects, oxidative
stress and mainly genomic damages.

\ _/




Acknowledgements
@CNPq AN @

FAPERGS CAPES




s &g
g FEDERAL UNIVERSITY OF SANTA MARIA i
_ Q\?i HEALTHY SCIENCE CENTRE e
POSTGRADUATE PROGRAM OF PHARMACOLOGY .

HUMAN ADIPOSE-DERIVED STEM CELLS
OBTAINED FROM LIPOASPIRATES ARE HIGHLY
CYTOGENOTOXIC SUSCEPTIBLE TO HYDROGEN
PEROXIDE

Alencar Kolinski Machado, Francine Carla Cadona, Verodnica Farina
Azzolin, Gustavo Scola, Marta Maria Medeiros Frescura Duarte, José Raul

Pinto Saldanha, Luana Lenz, Thais Doeler Algarve, Ana Cristina Andreazza,
Ivana Beatrice Manica da Cruz.

Chicago, march 24t 2015.



