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Fig. 1 Intracellular ~ ROS Early response Late response
production after treatment with

Silver NPs. EUE cells were A C
incubated for 40 min with 2uM Silver Silver
nanoparticles nanoparticles
cell permeable  fluorophore (uig/ml) Control 1 (ug/ml) Control 05
dihydrodichlorofluorescein
(DCFDH) before treatment with
indicated concentration of silver gmﬁ
NPs (30’). DCFDH is oxidized by
ROS to dichlorofluorescein (DCF)
which can be detected by
fluorescence using an ex A s e - =
488nm and em A 510nm. 1mM
H,O, has been used as positive
control.

25ug/ml

Fig. 2 Extracellular superoxide B D
production after treatment with TiO, nanoparticles Tio,
different concentration of (ug/ml)  control nanoparticles
NanoSilver. A) EUE cells were - (ng/ml)
incubated for 30 min with 2.5mM '- Fhe | - '

Control 0.5 2.4

_ ; pINK2Z—> |
nitrotetrazolium blue (NBT), a cell pINK1 SR

not permeable compound, before
treatment with different

Extracellular O -, produced
(Fold of increase)

concentrations of Silver
nanoparticles. NBT reacts
specifically  with extracellular
produced-superoxide resulting in
the formation of insoluble blue

formazan deposit. The insoluble : .. : :
y Pos! MSOH Fig. 3 Mapks activation upon treatment with Silver
blue formazan was solubilised by

adding 2 M KOH, and dimethyl nanoparticles and TiO, Cells were seeded 24h before treatment
W control sulphoxide and measured at with NPs. After 24h the media was replaced and EUE, near
DPI 630nm by spectrometry. B) confluence, were treated with different concentration of NPs for the
m5ug NS Incubation  with  2.5uM  DPI, indicated time, and JNK, ERK and p38 phosphorylation levels were
followed the  procedure determined by western blot with the appropriate antibody (A-D).
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DPI+5ug NS by
described above, inhibited

superoxide production showing
that superoxide production silver-
induced is completely dependent A PERK2/GAPDH
from NOX protein activation. 1

(Fold of increase)
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Fig 5 Oxidative DNA lesions
induced by silver nanoparticles

and role of ERK in the repair Fig. 4 ROS-dependent activation of JNK by Silver nanoparticles esposure. Cells were seeded

mechanism. : : : :
1x105 cells were seeded 24h before silver. After 24h the media was replaced and EUE, near confluency, were incubated with DPI and N

treatment with silver. After 24h the silver NPs for 30’. JNK and ERK phosphorylation levels were determined by western blot with the ap
media was replaced and EUE, near bands of interest were imaged with and quantified by photon counting using the charged-coupled
confluence, were incubated either Image Station 2000R and Kodak 1D 3.6 Image Analysis Software. Photon counting was used for crea
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