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1. Introduction

Differential proteomics highlights macrophage-
specific responses to amorphous silica
nanoparticlest

Bastien Dalzon,? Catherine Aude-Garcia,? Véronique Collin-Faure,® Héléne Diemer,?
David Béal, Fanny Dussert,® Daphna Fenel,” Guy Schoehn,® Sarah Cianférani,”
Marie Carriere® and Thierry Rabilloud ®+

The technological and economic benefits of engineered nanomaterials may be offset by their adverse
effects on living organisms. One of the highly produced nanomaterials under such scrutiny is amorphous
silica nanoparticles, which are known to have an appreciable, although reversible, inflammatory potential.
This is due to their selective toxicity toward macrophages, and it is thus important to study the cellular
responses of this cell type to silica nanoparticles to better understand the direct or indirect adverse
effects of nanosilica. We have here studied the responses of the RAW264.7 murine macrophage cells and
of the control MPC11 plasma cells to subtoxic concentrations of nanosilica, using a combination of pro-
teomic and targeted approaches. This allowed us to document alterations in the cellular cytoskeleton, in
the phagocytic capacity of the cells as well as their ability to respond to bacterial stimuli. More surprisingly,
silica nanoparticles also induce a greater sensitivity of macrophages to DNA alkylating agents, such as
styrene oxide, even at doses which do not induce any appreciable cell death.

amorphous silica-induced inflammation can be pronounced?
and are found in vivo and in vitro as well.*

Silica-based particulate materials are highly used as abrasives
both in the industry and in consumer products such as tooth-
pastes, as well as reinforcing agents (e.g. as mineral charges in
tires) or in the high-tech industry (e.g. in photovoltaics or as
high precision molding agents). These wide uses increase the
exposure potential of individuals to silica, which poses in turn
the problem of the direct and indirect toxicity of silica. In this
frame, crystalline silica has long been known as the causative
agent of silicosis and is therefore highly regulated. Conversely,
amorphous silica has been demonstrated to induce only a
transient and reversible inflammation upon pulmonary
exposure,l‘3 and is therefore considered as safer. However, the
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Considerable work has been devoted to the analysis of the
toxicity of amorphous silica in vitro, and strong directions have
emerged. One of them is the differential sensitivity of different
cell types to amorphous silica,”® and the other one is the
influence of the size of the nanoparticles.>*"> However, it has
been shown that within a given cell type, the type of response
is similar for particles of different sizes.'®

Regarding the toxic mechanisms induced by amorphous
silica, oxidative stress effects have been demonstrated,'” 2°
and seems to be linked more to direct ROS generation than to
an indirect mechanism via glutathione depletion.”™??
Genotoxicity has also been observed,”*” and is likely to be
linked to the oxidative stress mentioned before.

Beyond these toxic mechanisms, it is interesting to under-
stand more widely the cellular responses at sub-toxic concen-
trations of amorphous silica, as they may be linked to the
inflammatory responses observed in vitro,>'" 1728730 of
in vivo.”

One of the emerging mechanisms at play is the autophagy/
inflammasome axis,*’*® which clearly plays a pivotal role in
the induction of pro-inflammatory cytokines by silica.

However there are clearly other cellular responses to amor-
phous silica, as exemplified by transcriptomic studies,'®?”*
and deciphering these responses may help to understand
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cross toxicities between amorphous silica and metals®**°
organic compounds.**

In this frame, proteomic studies can be useful in addition to
transcriptomics, and have indeed been used to study cellular
responses to amorphous silica, on keratinocytes** and in lung
epithelial cells.”®> We have thus decided to perform a proteomic
study of the effects of amorphous silica on macrophages, using
the well documented RAW264.7 line.** As the cellular responses
have been reported to be largely conserved across the size range
for silica'® we have focused our study on a single precipitated
silica nanoparticle, previously used in ecotoxicology.*> In order
to take into account the cell type-specific responses, we
have performed this study simultaneously on the
RAW264.7 macrophage cell line and in a control, less silica-
sensitive cell line of the same genotype and of hematopoietic
origin, the MPC11 plasmacytoma cell line. This cell line grows
at the same speed as the RAW264.7 line in the same culture
medium, and also has a similar nucleocytoplasmic ratio.

or

2. Experimental

Most experiments have been performed essentially as
described in previous publications.*®™*® Details are given here
for the sake of the consistency of the paper. All biological
experiments were carried out at least on three independent
biological replicates.

2.1. Nanoparticles

The silica nanoparticles (Ludox TMA®) were purchased from
Sigma, directly as a concentrated suspension. This suspension
was diluted to a silica concentration of 1 mg ml~" in distilled
water just prior to use. The actual size of the particles was
determined after dilution in water or in complete culture
medium by dynamic light scattering, using a Wyatt Dynapro
Nanostar instrument. The morphology of samples was
observed by TEM (Transmission Electron Microscopy).
Samples were absorbed to the clean side of a carbon film on
mica and transferred to a 400-mesh copper grid. The images
were taken under low dose conditions (<10 e~ A=) at a magni-
fication of 11kx, 13kx, 23kx and 30kx with defocus values
between 1.2 and 2.5 pm on a Tecnai 12 LaB6 electron micro-
scope at 120 kV accelerating voltage using a CCD Camera
Gatan Orius 1000.

2.2. Cell culture

The mouse macrophage cell line RAW264.7 and the mouse
plasmacytoma cell line MPC11 were obtained from the
European Cell Culture Collection (Salisbury, UK). The cells
were cultured in RPMI 1640 medium supplemented with 10%
fetal bovine serum (FBS). Cells were seeded at 200 000 cells per
ml and harvested at 1 000 000 cells per ml. For treatment with
nanoparticles, cells were seeded at 500 000 cells per ml. They
were treated with nanoparticles on the following day and har-
vested after a further 24 hours in culture. Cell viability was
measured by a dye exclusion assay, either with eosin
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(1 mg ml™)* under a microscope or with propidium iodide
(1 pg m1™)*° in a flow cytometry mode. For cross toxicity experi-
ments, the cells were first exposed to silica alone for 6 hours.
The tested inhibitors or toxicants were then added for an
additional 18 hours and the cell viability measured afterwards.

2.3. Phagocytosis and particle internalization assay

The phagocytic activity was measured using fluorescent latex
beads (1 pum diameter, green labelled, catalog number L4655
from Sigma). The beads were pre-incubated at a final concen-
tration of 55 ug mL ™" for 30 minutes at 37 °C in PBS/FBS (v/v).
Then, they were incubated with cells (5 pg mL™") for 2 h
30 min at 37 °C. The cells were harvested and washed with
PBS. The cells were resuspended by vortexing with addition of
3/4 water volume and then 1/4 NaCl (35 mg mL ") volume was
added under vortexing in order to clean the cell surface of
adsorbed particles. The cells were harvested in PBS with propi-
dium iodide (1 pg mL™"). Viability and phagocytic activity were
measured simultaneously by flow cytometry on a FacsCalibur
instrument (Beckton Dickinson). The dead cells (propidium
positive) were excluded from the analysis.

For the internalization assay, latex nanoparticles (fluo-
rescent green, from Sigma) were used. The nanoparticles were
added directly to the serum-containing cell culture medium
and left for 24 hours in contact with the cells. Post-exposure
cell harvesting, treatment and analysis were performed similar
to the phagocytosis assay.

2.4. Mitochondrial transmembrane potential measurement

The mitochondrial transmembrane potential was assessed by
Rhodamine 123 wuptake. The cells were incubated with
Rhodamine 123 (80 nM) for 30 minutes at 37 °C, 5% CO, then
rinsed twice in cold glucose (1 mg mL™')-PBS (PBSG) and har-
vested in cold PBSG supplemented with propidium iodide (1
pg mL ™). The mitochondrial potential of cells was analysed by
flow cytometry on a FacsCalibur instrument (Beckton
Dickinson). The dead cells (propidium positive) were excluded
from the analysis. The low Rhodamine concentration was used
to avoid intramitochondrial fluorescence quenching that would
result in a poor estimation of the mitochondrial potential.>

2.5. Enzyme assays

The enzymes were assayed according to published procedures.
Isocitrate dehydrogenase was assayed by a coupled assay using
nitro blue tetrazolium as the final acceptor and phenazine
methosulfate as a relay.”® Biliverdin reductase was assayed
directly for the NADPH-dependent conversion of biliverdin
into bilirubin, followed at 450 nm.”* Lactoylglutathione lyase
activity was followed at 240 nm as previously described.>

The cell extracts for enzyme assays were prepared by lysing
the cells for 20 minutes at 0 °C in 20 mM Hepes (pH 7.5),
2 mM MgCl,, 50 mM KCl, 1 mM EGTA, 0.15% (w/v)
tetradecyldimethylammonio propane sulfonate (SB 3-14), fol-
lowed by centrifugation at 15 000g for 15 minutes to clear the
extract. The protein concentration was determined by a dye-
binding assay.’®

This journal is © The Royal Society of Chemistry 2017
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2.6. NO production and cytokine production

The cells were grown to confluence in a 6 well plate and pre-
treated with silica for 6 hours. Then half of the wells were
treated with 100 ng ml™" LPS (from salmonella, purchased
from Sigma), and arginine monohydrochloride was added to
all the wells (5 mM final concentration) to give a high concen-
tration of substrate for the nitric oxide synthase. After
18 hours of incubation, the cell culture medium was recovered,
centrifuged at 10000g for 10 minutes to remove cells and
debris, and the nitrite concentration in the supernatants was
read at 540 nm after addition of an equal volume of Griess
reagent and incubation at room temperature for 30 minutes.

For cytokine production, a commercial kit (BD Cytometric
Bead Array, catalog number 552364 from BD Biosciences) was
used. The supernatant of cells treated with NP-SiO, was recov-
ered and the kit protocol was followed.

2.7. F-actin staining

The experiments were performed essentially as previously
described.”® The cells were cultured on coverslips placed in
6-well plates and exposed to silica or latex nanoparticles for
24 h at 37 °C. At the end of the exposure time, the cells were
washed twice for 5 min at 4 °C in PBS and fixed in 4% parafor-
maldehyde for 30 min at room temperature. After two washes
(5 min/4 °C in PBS), they were permeabilized in 0.1% Triton
X-100 for 5 min at room temperature. After two more washes
in PBS, 500 nM Phalloidin-Atto 550 (Sigma) was added to the
cells and left undisturbed for 20 min at room temperature in
the dark. Coverslip-attached cells were washed, placed on
microscope slides (Thermo Scientific) using a Vectashield
mounting medium containing DAPI (Eurobio) and imaged
using a Zeiss LSM 800 confocal microscope. The images were
processed using Image]J software.

2.8. RT-qPCR

RNA was extracted using the GenElute™ mammalian total
RNA miniprep kit with the optional DNase treatment step,
then reverse-transcribed using SuperScript III Reverse
Transcriptase (Life Technologies). RNA concentration and
purity were assessed by measuring Abs 260/Abs 280 and Abs
260/Abs 230 absorbance ratios using a Nanodrop ND-1000
spectrophotometer (Thermo Fisher Scientific). Then, cDNA
from each of the three biological replicates for each exposure
condition was loaded in duplicate on a 96-well plate. Primer
sequences are given in ESI Table 2. Their efficiencies were
experimentally checked for compliance using a mix of all
samples, with a quality criterion of 2 + 0.3. Quantitative PCR
was performed on a MX3005P Multiplex Quantitative PCR ther-
mocycler (Stratagene), using the following thermal cycling
steps: 95 °C for 5 min, then 95 °C for 15 s, 55 °C for 20 s and
72 °C for 40 s 40 times and finally 95 °C for 1 min, 55 °C for
30 s and 95 °C for 30 s for the dissociation curve. Cq was deter-
mined using the Mx-Pro 3.20 software with default settings.
Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) and 18S
ribosomal 1 (S18) were chosen as reference genes for normali-
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zation, validated using BestKeeper.”” mRNA expression ana-
lysis, normalization and statistical analysis were performed
using REST2009 software®® using the AAC, method and a
pair-wise fixed reallocation randomization test.

2.9. Proteomics

The 2D gel based proteomic experiments were essentially
carried out as previously described,’® at least on independent
biological triplicates. However, detailed materials and
methods are provided for the sake of paper consistency.

2.9.1. Sample preparation. The cells were collected by
scraping, and then washed three times in PBS. The cells were
then washed once in TSE buffer (10 mM Tris-HCIl (pH 7.5),
0.25 M sucrose, 1 mM EDTA), and the volume of the cell pellet
was estimated. The pellet was resuspended in its own volume
of TSE buffer. Then 4 volumes (respective to the cell suspen-
sion just prepared) of concentrated lysis buffer (8.75 M urea,
2.5 M thiourea, 5% w/v CHAPS, 6.25 mM TCEP-HCI, 12.5 mM
spermine base) were added and the solution was left undis-
turbed for extraction at room temperature for 1 hour. The
nucleic acids were then pelleted by ultracentrifugation
(270 000g at room temperature for 1 h), and the protein con-
centration in the supernatant was determined by a dye-
binding assay.>® Carrier ampholytes (Pharmalytes pH 3-10)
were added to a final concentration of 0.4% (w/v), and the
samples were kept frozen at —20 °C until use.

2.9.2. Isoelectric focusing. Home-made 160 mm long 4-8
linear pH gradient gels®® were cast according to published pro-
cedures.®® Four mm-wide strips were cut, and rehydrated over-
night with the sample, diluted in a final volume of 0.6 ml of
rehydration solution (7 M urea, 2 M thiourea, 4% CHAPS,
0.4% carrier ampholytes (Pharmalytes pH 3-10) and 100 mM
dithiodiethanol).®!

The strips were then placed in a Multiphor plate (GE
Healthcare), and IEF was carried out with the following electri-
cal parameters: 100 V for 1 hour, then 300 V for 3 hours, then
1000 V for 1 hour, then 3400 V up to 60-70 kVh. After IEF, the
gels were equilibrated for 20 minutes in 125 mM Tris, 100 mM
HCI, 2.5% SDS, 30% glycerol and 6 M urea.®” They were then
transferred on top of the SDS gels and sealed in place with 1%
agarose dissolved in 125 mM Tris, 100 mM HCI, 0.4% SDS and
0.005% (w/v) bromophenol blue.

2.9.3. SDS electrophoresis and protein detection. Ten
percent gels (160 x 200 x 1.5 mm) were used for protein separ-
ation. The Tris taurine buffer system®® was used and operated
at an ionic strength of 0.1 and a pH of 7.9. The final gel com-
position is thus 180 mM Tris, 100 mM HCI, 10% (w/v) acryl-
amide, and 0.27% bisacrylamide. The upper electrode buffer is
50 mM Tris, 200 mM Taurine, and 0.1% SDS. The lower elec-
trode buffer is 50 mM Tris, 200 mM glycine, and 0.1% SDS.
The gels were run at 25 V for 1 hour, then 12.5 W per gel until
the dye front has reached the bottom of the gel. Detection was
carried out by tetrathionate silver staining.®*

2.9.4. Image analysis. The gels were scanned after silver
staining on a flatbed scanner (Epson perfection V750), using a
16 bit grayscale image acquisition. The gel images were then
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analyzed using the Delta 2D software (v 3.6). Spots that were
never expressed above 100 ppm of the total spots were first fil-
tered out. Then, significantly-varying spots were selected on
the basis of their Student’s ¢-test p-value between the treated
and the control groups. Spots showing a p-value lower than
0.05 were selected. This strategy is used to avoid the use of
arbitrary thresholds, which can result in discarding statisti-
cally-valid relevant changes and including non-valid
changes.®” The false positive concern arising from the multiple
testing problem was addressed using the Storey-Tibshirani
approach,®® as classical statistical filters (e.g. Bonferroni or
Benjamini-Hochberg) yield to over-rejection of valid results.®”
Furthermore, we checked that all the spots that we found
through the t-test also had a p < 0.05 in a non-parametric
Mann-Whitney U-test.

2.9.5. Mass spectrometry. The spots selected for identifi-
cation were excised from silver-stained gels and destained with
ferricyanide/thiosulfate on the same day as silver staining in
order to improve the efficiency of the identification
process.®®®® Gel digestion was performed with an automated
protein digestion system, MassPrep Station (Waters, Milford,
USA). The gel plugs were washed twice with 50 pL of 25 mM
ammonium hydrogen carbonate (NH,HCO;) and 50 pL of
acetonitrile. The cysteine residues were reduced by 50 pL of
10 mM dithiothreitol at 57 °C and alkylated by 50 pL of 55 mM
iodoacetamide. After dehydration with acetonitrile, the pro-
teins were cleaved in gel with 10 pL of 12.5 ng pL ™" of modi-
fied porcine trypsin (Promega, Madison, WI, USA) in 25 mM
NH,HCO;. The digestion was performed overnight at room
temperature. The generated peptides were extracted with 30 pL
of 60% acetonitrile in 0.1% formic acid. Acetonitrile was evap-
orated under vacuum before nanoLC-MS/MS analysis.

NanoLC-MS/MS analysis was performed using a
nanoACQUITY Ultra-Performance-LC (Waters Corporation,
Milford, USA) coupled to the Synapt™ High Definition Mass
Spectrometer™ (Waters Corporation, Milford, USA), or to the
TripleTOF 5600 (Sciex, Ontario, Canada).

The nanoLC system was composed of an ACQUITY UPLC®
CSH130 C18 column (250 mm x 75 pm with a 1.7 pm particle
size, Waters Corporation, Milford, USA) and a Symmetry C18
precolumn (20 mm x 180 um with a 5 pm particle size, Waters
Corporation, Milford, USA). The solvent system consisted of
0.1% formic acid in water (solvent A) and 0.1% formic acid in
acetonitrile (solvent B). 4 pL of sample were loaded into the
enrichment column for 3 min at 5 pL min™" with 99% of
solvent A and 1% of solvent B. Elution of the peptides was per-
formed at a flow rate of 300 nL. min~" with a 8-35% linear gra-
dient of solvent B in 9 minutes.

The Synapt™ High Definition Mass Spectrometer™ (Waters
Corporation, Milford, USA) was equipped with a Z-spray ion
source and a lock mass system. The system was fully controlled
using MassLynx 4.1 SCN639 (Waters Corporation, Milford,
USA). The capillary voltage was set at 2.8 kV and the cone
voltage at 35 V. Mass calibration of the TOF was achieved
using fragment ions from Glu-fibrino-peptide B on the
[50;2000] m/z range. Online correction of this calibration was
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performed with Glu-fibrino-peptide B as the lock-mass. The
ion (M + 2H)*" at m/z 785.8426 was used to calibrate MS data
and the fragment ion (M + H)" at m/z 684.3469 was used to
calibrate MS/MS data during the analysis.

For tandem MS experiments, the system was operated with
automatic switching between MS (0.5 s per scan on m/z range
[150;1700]) and MS/MS modes (0.5 s per scan on m/z range
[50;2000]). The two most abundant peptides (intensity
threshold 20 counts per s), preferably doubly and triply
charged ions, were selected on each MS spectrum for further
isolation and CID fragmentation using collision energy profile.
Fragmentation was performed using argon as the collision gas.

Mass data collected during analysis were processed and
converted into .pkl files using ProteinLynx Global Server 2.3
(Waters Corporation, Milford, USA). Normal background sub-
traction type was used for both MS and MS/MS with 5%
threshold and polynomial correction of order 5. Smoothing
was performed on MS/MS spectra (Savitsky-Golay, 2 iterations,
window of 3 channels). Deisotoping was applied for MS
(medium deisotoping) and for MS/MS (fast deisotoping).

The TripleTOF 5600 (Sciex, Ontario, Canada) was operated
in positive mode, with the following settings: ionspray voltage
floating (ISVF) 2300 V, curtain gas (CUR) 10, interface heater
temperature (IHT) 150, ion source gas 1 (GS1) 2, declustering
potential (DP) 80 V. Information-dependent acquisition (IDA)
mode was used with Top 10 MS/MS scans. The MS scan had
an accumulation time of 250 ms in m/z [400;1250] range and
the MS/MS scans 100 ms in m/z [150;1800] range in high sensi-
tivity mode. Switching criteria were set to ions with a charge
state of 2-4 and an abundance threshold of more than 500
counts and exclusion time was set at 4 s. IDA rolling collision
energy script was used for automatically adapting the CE.
Mass calibration of the analyser was achieved using peptides
from digested BSA. The complete system was fully controlled
by AnalystTF 1.7 (Sciex). Raw data collected were processed
and converted with MSDataConverter in .mgf peak list format.

For protein identification, the MS/MS data were interpreted
using a local Mascot server with the MASCOT 2.4.1 algorithm
(Matrix Science, London, UK) against UniProtKB/SwissProt
(version 2016_01, 550299 sequences). Research was carried out
in all species. Spectra were searched with a mass tolerance of
15 ppm for MS and 0.05 Da for MS/MS data, allowing a
maximum of one trypsin missed cleavage.
Carbamidomethylation of cysteine residues and oxidation of
methionine residues were specified as variable modifications.
Protein identifications were validated with at least two pep-
tides with a Mascot ion score above 30.

3. Results

3.1. Nanoparticles characterization and determination of the
effective doses

The amorphous silica nanoparticle used (Ludox™ TMA) was
characterized by several methods, and the results are summar-
ized in Fig. 1 (panels A-C). Spherical nanoparticles were

This journal is © The Royal Society of Chemistry 2017
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Fig. 1 Nanoparticles characterization and effects on cell viability. Panel A: TEM image of Ludox TMA silica nanoparticles suspended in water. Panels
B and C: TEM images of Ludox TMA silica nanoparticles suspended in complete culture medium (RPMI 1640 + fetal bovine serum). B: Time in com-
plete medium 30 minutes. C: Time in complete medium 24 hours. Scale bar: 100 pm. Panel D: Effects of Ludox TMA on cell viability on the

RAW264.7 cell line (white bars) and MPC11 cell line (dotted bars).

obtained (primary diameter 26 + 4 nm), and the average hydro-
dynamic diameter of these particles, as measured by DLS, was
37 + 1 nm, with a polydispersity index of 20%. When placed in
serum-containing culture medium the hydrodynamic diameter
immediately increased to 155 + 7 nm (polydispersity index
25%). The aggregation state increased over time in the serum-
containing medium to up to 365 nm (multimodal) after
24 hours in the medium. Toxicity curves were then determined
on the two cell lines of interest. The LD,, i.e. the concentration
inducing a 20% cell death after 24 hours of treatment, was deter-
mined to be 20 ug ml™" for the RAW264 cell line and 100
pg ml™* for the MPC11 cell line (Fig. 1D). These concentrations
were chosen for the subsequent studies, as the LD,, offers a
good compromise between cell viability and biological effect.

In order to determine whether the differences in toxicity
were due to different internalization between the two cell lines
of interest, we tested the internalization of particles in the two
cell lines by using fluorescent latex beads of different dia-
meters (30 and 100 nm). The results, displayed in ESI Fig. 1
and Table 1,7 show that silica toxicity parallels the internaliz-
ation capacity of the cells.

3.2. Proteomic studies

In order to gain further insights into the molecular responses
of cells to the amorphous silica nanoparticles, we performed

This journal is © The Royal Society of Chemistry 2017

proteomic studies. We used two different doses for each cell
line. For the RAW264 cell line, 20 pg ml™" (i.e. the LD,,) and
10 pg ml~* (i.e. a dose where no increased mortality and very
minimal functional effects were observed) were used. For the
MPC11 cell line we used 20 pg ml™" (i.e. the same dose as on
RAW264, but with no visible macroscopic effects in this case)
and 100 pg ml™" (i.e. the LD,, for this cell line). This proteo-
mic analysis probed 2590 protein species for the RAW264 cell
line, and 2180 for the MPC11 cell line. The median coefficient
of variation of the spots was 24.5% for the RAW cell line, and
21% for the MPC11 cell line. These coefficients of variation are
in the range of those found in typical 2D DIGE experiments,
where coefficient of variations range from 18 to 28%, depend-
ing on the sample.”””* The significant protein changes were
detected through the use of a variance-based screen, which
compensates automatically for the variability of each spot, and
enables to take into account small but reproducible changes,
thus avoiding the arbitrary exclusion of changes that can be
biologically meaningful. Through this proteomic screen, we
could detect modulation of proteins belonging to various func-
tional classes, as shown in Fig. 2, Table 1, ESI Table 2 and
Fig. 2-7.7 Among the 113 significantly variable spots, 15 were
common between RAW264 and MPC11 and 19 varied for the
two doses of silica in the RAW264 cell line. This means in turn
that the majority of significant variables are specific for the

Nanoscale, 2017, 9, 9641-9658 | 9645
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Fig. 2 Proteomic analysis of total cell extracts by 2D electrophoresis. Total cell extracts of RAW274.7 cells were separated by two-dimensional gel
electrophoresis. The first dimensions covered a 4-8 pH range and the second dimension a 15-200 kDa range. Total cellular proteins (150 pg) were
loaded on the first dimension gel. A: Gel obtained from control cells. B: Gel obtained from cells treated for 24 hours with 10 ug ml™ Ludox TMA. C:
Gel obtained from cells treated for 24 hours with 20 pg ml™ Ludox TMA. The lines and arrows point to spots that show reproducible and statistically
significant changes between the control and nanoparticle-treated cells and to the control neighbor spots in some cases. Spot numbering according
to Table 1.

9646 | Nanoscale, 2017, 9, 9641-9658 This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

View Article Online

Paper

Nanoscale

700 €T 700 7T 60°0 68°0 €10 060 8T6.1d ud8pue Iedonu [[90 Jupeiojold  seqeuwdd  qIp
TI0 vIT €20 1T 10°0 18°0 90°0 68°0 8T6L1d usdnue Iea[ANU [[90 SuneIRfI[oId oe euod BIp
(p) aredax pue wisijoqeldw YNA
€20 06°0 €0°0 ST'T €0°0 1T1T 09°0 ¥0'T SH0T60 aseyyuds areydsoydoidd [dsaureg seq sddy go
WLI0JOST
020 160 950 Tt 700 750 700 €570 T18€Sd €19q u01d 19)sueIn [03ISouTApeqdsoyd qudid 7
v1°0 ST'T T0°0 12T P70 ¥6°0 09°0 96'0  ONO6D 9SBUD] 95030B[BD seqed  «qed
TT0 980 o ¥6°0 S0°0 vL°0 €0°0 S0 ONOJ6D 9seuDy| 9503E[ED o€ M[e3 BED
Tr'0 €L°0 €L°0 T6°0 €0°0 ST £6%0 660 T8€TTd ad4y 13411 ‘oseupjooniyoydsoyd-9 rexyd (]
Se'0 SL'0 0€°0 8.0 00 L0'T SL°0 ¥6°0 778880 oruise[dolfd ‘aseuaoIpAyap 27en1d0s] SeqOUpPr  «qr12
0€'0 180 §5°0 80'T 10°0 SL°0 8%°0 S6°0 7¥8880 orwse]d034d ‘9seuaoIpAyap 93e1I100S] e OypI 3£
(9) wistjoqerow pidiy 3 430U
1T°0 8T'T 10°0 STT S0°0 18°0 9¢°0 ¥6'0  0NdO60 ased] suoryieIn[3jA03oe] N3] 64
¥T0 SL°0 €0°0 09°0 ¥0°0 8¢'T 660 00'T 00£5¢€d W10} PIZIPIXO ‘T UIXOPAIIX01dd xorxpid 8Y
$8°0 96°0 89°0 80°T ¥0°0 LS°0 79°0 60  0nOO6D T u1p301d 3UrUIEIUOD-UIBWIOP UIXOPAIONY], TIPS q
T
L0°0 €T 90°0 LTT T0°0 18°0 1€°0 60 804480  urd301d SUIUIBIUOD-UTBWIOP £ ISEISIP UOSUD[IEd 1oppd 9y
170 0€'T ¥8°0 L0'T T0°0 08°0 ¥1°0 LL°0 LLTISO T urajoxd SUTUTEIUOD-UTEWOP A[TUIeY I[-VIWN T[Awu sy
‘a’'N ‘a’'N "a’N ‘a’'N 10°0 0€'T 67°0 S0'T TAET60 € 9SBIONPAI UIPIAI[IE qIa[q vy
€L°0 or'T T6°0 €0°'T €2°0 6T'T £8°0 20T $9AD60 V 0SeloNpaI UIPIdANIIG  SBQ BIA[ (€Y
99°0 80'T 19°0 90T 10°0 £9°0 LT0 780 ¥9A060 V 9S830NpaI UIPIdAIIE e BIA[q eey
wo Lo a0 90 o (2 600 8eT L6€6ed _UTeyo Y31 upriag 1 2l
80°0 veT T0°0 8T'T 10°0 88T T0°0 8LT 82560d uretp Aaeay UNMIDA qiy q
() s1seIsoawioq
90°0 65T 1€°0 TrT 70°0 9T 86°0 00'T 9DIl60 1 urojoid pagerndai-dn erxoddH  seq Tnody o63
8L°0 80'T 9T°0 €L°0 €0°0 LT LT0 8T'T 9MI60 1 urojoid payendar-dn exoddH  paw Tnody qsy
€2°0 S50 €0°0 620 01°0 €9'T ¥2°0 91T 9DIf60 1 urjo1d parendar-dn exodAH o8 TNoAY «BSH
80°0 (48 95°0 T6°0 70°0 €0'C 1€°0 TT  €HZO60D A 9serowost sun.-s1o 1Ajoid-[Apndad ardd 73
79°0 90T LT°0 06°0 €0°0 69°0 ¥1°0 €8°0 LT€08d e10z J1unqns T ursjoid xo[dwiod-1, zdoy €3
66°0 00T 8%°0 60'T T0°0 €70 ST°0 120 INMIGD _ 6 Iaqudwt D A[rureyqns 3ojowoy [euq 62[up 3
T0°0 69°0 790 80°T 10°0 0S'T 15°0 T6°0 SH1660 T 3unqns ¢ 10308j UOHEHIUI UOLB[SURL], qei 13
(3) Surpioy 3 uononpoid uro1g
10°0 ST'T 10°0 €Tl S0°0 ST'T ¥0'0 €T'T 92066d J}unqgns § €39q SWose)0id vqsd orh
€2°0 TT 1€°0 (4N} 70°0 9T'1 TS0 L0°T 1Lv9¥%d £31ungns £103e[n31 SWOSENOId £s1d 6b
0 L0'T 10°0 8T'T 70°0 12T 90°0 8T'T TLeL6d T 3unqns xa[dwod 103eAROE SWOSENOId zowsd 8b
60 10T 70°0 vIT €0°0 69°0 €T°0 780  9SXD60 8 31ungns A103e[n3a1 SWOSE3)01d gpuwsd b
€0°0 LET SL°0 $6°0 €0°0 €LT 1T°0 9T TXTZ60 0T yungns A103e[n351 SWIOSE01J orpsd 9b
£€6°0 86°0 90 £8°0 20°0 950 780 60T 880T9d N¢ swiizud unednfuod unmbiqn ugaqn sb
¥0°0 15T 60°0 9T T0°0 T80 S9°0 96°0 LELIYd 9€901q oseunmbiqnap-¢9sAT £201q 12
80°0 16T T0°0 TeT 10°0 TeT S50 S0t zlAmeDd €T 3unqns A1038[N3a1 SWOSEL01d erpsd ¢b
v1°0 $8°0 09°0 L0°T 10°0 €€°0 15°0 60  TLI¥60D 1 31ungns swAzus 3uneANOR-OINNS seq Toes qch
00'T 00T vL°0 01t %0°0 TLO 99'0 L60  TLTI6O 1 31ungns swAzus 3uNeANOR-OINNS oe Taes egh
£0°0 L0 170 1670 10°0 6CT 10°0 T€T  TdTU60D junqgns ¢ 819q SWOseNo1d seq gqsd qtb
£8°0 €6°0 LL°0 60'T 10°0 €9°0 ¥6°0 10°T 1dTI60 IUNQNS ¢ B1aq WOSLNOId ‘or gqsd »1h
(b) uonepeidop 3 Joryuod Aienb urejord
o sa j£5) 139 sa o 30 [P/0TVIAL PO OOIVINL  (301drun) Qwieu [[ng Jweu PI
00TVILL  /00TVIAL ~ OTVINL  /OTVINL 'S4 OTVIAL A OTVIALL J10Us
TTOdIN IIOdN  TIDAIN  TIOdIN  LP9TMVE  L'P9TMVE  L'FP9TMVE L' $9TMVA ‘ou urajo1d upjold  jods
15917 oney 15937 oney 15917 oney 15917 opey  "d9e 3014

u2a.42s olWoa304d ayy ul paynuapl suidyold passaidxa-Apjenuaiaylq T 29qel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)

"INV €€¥2:L G202/82/0T U0 papeojumod "LT0Z AeINl TE U0 paus!idnd 901y Ss300Y uadO

Nanoscale, 2017, 9, 9641-9658 | 9647

This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

View Article Online

Nanoscale

Paper

7 urajord
820 16°0 61°0 98°0 S0°0 9T'T 65°0 $6°0 0£6090 [PUUBYD 9A1303[9s-UOIUE Judpuadop-a3e3oA ToEpA  OTW
[BLIPUOYD0I T
70 €11 ST°0 €11 70°0 ST'T £6°0 00'T v/116d ‘aseuadorpAyap yop-j4oe oiy1oads ureyd-uo [pede 6w
$0°0 16°0 85°0 SO'T 700 99°0 66'0 00T 0908¢d  [EMpUOYd0IW ‘dsed] yod-[AremSiAyrowsxorpAH TOSwy sw
£9°0 80'T 60°0 7T %0°0 VLT vE0 ¥L°0 SAIl60D [BLIPUOYD0IW ‘CVULH dsed301d auLIag TRy [w
6€°0 06°0 0 T6°0 T0°0 ¥T1 S0°0 YT 661660 asergjsuening[ns ayeaniddoydesran-¢ uny qu
80°0 Tl 80°0 0€'T T0°0 9Tl 1L°0 €0°T SYI480 [BLIPUOYD03IW ‘NJ, 10308} UoneUO[d myo sw
€0°0 9T 8T°0 T T0°0 (A 90 T 8.LL9d uniqIyoid qud  qpw
Ie0 sL0 ST0 €0 £0°0 0T °w’o T 8£2.9d aniqiyold oequd ey
01’0 8T'T 91°0 98°0 10°0 8%°0 10°0 89°0 TF¥880 T-UIXeloN oau cw
[eLIpUOYI0I I
S0°0 6%'T T0°0 69'T 10°0 19T 8T°0 PIT 0ZDI8O ‘6000 urjo1d sisayjudsorq suoumbiqn 6boo Tw
[eLIpUOYDOOIW ‘B}aq
70 T 910 6T'T 10°0 6T T0°0 Tt 81CZ60 Junqns [SUrIoy-dan] 9ses]] VOD-93eUONS  Seq ¢qons LW
[BLIPUOYO0ITW ‘BIoq
L0°0 6L°0 60°0 98°0 10°0 SeT €6°0 66°0 81TZ60O junqgns [Suruiioj-dan] asesi| yoD-a3eurddng oeggons  BTW
(w) eLIpuoOyd0ITA
12°0 16T €2°0 08°0 10°0 €2°0 0%°0 LS°0 ££80Td sey-y uraoid pajejor-sey sell 8
99°0 £T'1 90°0 10 %0°0 ¥L°0 6€°0 €60 Sd0Z60 T-UIUIML RAAL L
200 0T S0°0 150 $0°0 950 <00 €9°0 €£661d T urajo1d oyads-a3koydwA seq1ds] Q92
‘anN ‘aN ‘aN ‘aN 170 z8°0 200 890 ££661d 1 urazoid oyads-aikdoydwidy o rds] D92
Iro 090 600 99°0 Ioo £5°0 6€°0 060 _09/8Td o pajejfroydsoydouows ‘T-UMPOD  $OIT 1JO2 9
110 0270 050 STT 10°0 50T 200 66'T TIAT60 T-UIJUIML I ¥
SL°0 L6°0 16°0 10'T 10°0 LV°0 L0°0 080 TPA T60O v1-qey urejoid pajeaI-sey vIqer €
vL°0 S6°0 SH°0 16°0 10°0 LV°0 L0°0 08°0 01nO6O vouy ure3oid SUIULIOJSUeL], vouy1 T
T6°0 20'T TT0 vL°0 10°0 8€°0 18°0 L6°0 vSLLbd z-eydre yrungns uraoxd Surddes-unoe-g TRZED 10
(0) uoyarENS0I4D
080 76'0 0 780 100 050 T0°0 89°0 v975Sd 3SeuD| aUISOUapY Spe 61
60°0 7T 10°0 6CT'T 10°0 or'T 1€°0 (480 1S0Z60D 1 asepnoapnu deydsoydsig-,s‘(,z).€ nudq 81
or0 LT 0 &0 200 o 200 670 TRIMGD __ ruood Suumuosuewop 1l _tud 21
6T°0 9T'T 70 €T'T 870 68°0 10°0 €0 095,060 1 aseunjoydsoydoiid ayeydsoyd-asoqry q 1sdad qo1
Tro vCT €0 60'T ¥0°0 19'T 16°0 10T 095.A60 1 aseupjoydsoydoidd ouﬁ%oi.aoem e 1sdid €91
[ ERTeN
ST0 Tl €0°0 0€'T 82°0 98°0 070 06°0 TZ1Z60 Pa1e100sse-103daoal aseuny %Eoeﬁ.oESm seqdens  .qgl
ura)01
€0°0 6£°0 LEO ¥8°0 £0°0 90 80°0 °L0  TZIZ60 wuu«_uolmmw.gou@oa SBUD] dUIUOIYI-IULIIS oe dens eI
TE€0 v 200 9¢'T €0°0 ST0 €0°0 8T°0  ZHOD60 ¥ Sojowoy ¢ALd 103085 uondLdSURL], v16q 71
9SBISJSUBNAOWEBQIBI[AUOIY)
89°0 06°0 ¥6°0 T0'T T0°0 69°0 020 T8°0  SNMI8D SUISOUSPE-9N VN3 9[qeq0id dagso €1
Se'0 TTT 01°0 LTT 20°0 ¥9°0 80°0 920 eltaed upejordosnuoqu 3urureIuod-Uurewop dvs dures Tl
LT°0 £9°0 ¥T0 8T'T T0°0 LS°0 920 T80  LAZO60 X u19301d pajeId0sse-ul[suel], Xeus) I
(1) wisijoqelaw apnodPNU pue YNI
s8°0 860 0 Lo Ioo 08°0 0o 160 €£61290 ungns ey ge v urajold uopeoidoy cEH SP
¥9°0 0Tt 12°0 €T ¥0°0 €5°0 90°0 650 90TNEO ENALV.L, 2Se3[oNU0qHAX0p dA13eINg €pyed D
12°0 €T'1 £0°0 LTT ¥0°0 £L°0 820 £8'0 _ ¢[A0SD 1 ase[o1pAy-N aeydsoyd-,s apIsoaoNUAX0ap-,g 1ydup £p
€0°0 LST 0S°0 91T €0°0 ¥S°0 T0°0 160 PINM6D T 3ungns D 1030e3 uonedidoy M TP
39 'sa j£b) 1o sa Bo 3 [9/0TVINL P PO/OIVINL  (301drun) dweu [[ng dweu ‘PI
00TVINL  /OOTVIAL  OCTYINL  /OTVIAL 'S4 OTVIALL S OTVIAL Joys
TTOdIN IIOdN TIOdIN TIOdIN L'F9TMVE  LF9TMVE L'F9TMVE L' F9TMVY ‘ou ursj01d upjold  3odg
1591 7 oney 15917 oney 1591 7 oney 1591 7 oney  "ooe "J01d

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)

"INV €€¥2:L G202/82/0T U0 papeojumod "LT0Z AeINl TE U0 paus!idnd 901y Ss300Y uadO

(‘pauo)) T 3qeL

This journal is © The Royal Society of Chemistry 2017

9648 | Nanoscale, 2017, 9, 9641-9658


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

View Article Online

Paper

Nanoscale

88GAN U1301d
€00 €eT ST0 T 200 €0 ¥T0 ¥20 99¢zTd asuodsaI ATewui1d UONENUAISIIIP PIOPAN 8gpAw e
T80 ¥6°0 20 71 10°0 ET'T €L°0 T0'T  £0T01d . o 1V upxouuy TeXUE T
79°0 80°'T 60°0 ST'T 10°0 65°0 €0°0 080  ¥D8A6D Zojowoy up3o1d B@Y € PdNPUI-UOISFISIU] geur T
(1) uonewureyuL
£5°0 680 810 £8°0 z6°0 10°1 200 200 ££904d ¢-osedsed  pow gdsvo gD
90°0 06'T TS0 vL°0 10°0 920 60°0 1£°0 ££90Ld ¢-osedsed  seq ¢ dseD qee
o gl 870 err £9°0 20T koo el prr0Ld 1STUOBE YIeap UTEWOp SUNSEINUI-eHE Sbq pq a1
700 6€T €0°0 6v'T 10°0 1€°0 LT°0 ¥9°0 vrv0Ld 3STUOSE 3eap Urewiop SURJRINUI-EHI o€ pIq eTe
(e) [on3u0d YIRIP 19D
S€°0 Ie'1 170 93 60°0 98°0 $0°0 £8°0 T1£880 1 urajoxd Surpurq-feuruiial-n 1dqp Irs
9
‘a’'N ‘a’N ‘a'N ‘a’'N £0°0 95°0 0T°0 790 15¢6cd  °dA 103deoar-uou asereydsoyd urejord-oursof,  seq oudid  ,qoTs
9
‘aN ‘a’N aN ‘a’N S0°0 6S°0 ¥1°0 TL°0 16¢6ed  2dA 103dadar-uou asereydsoyd urejoid-aursoIfy, oe gudyd BOTS
9¢°0 760 59°0 L0'T ¥0°0 09°0 90°0 €9°0 954980  1AAddD asereydsoyd Ura101d-auTUOAIYI/AULISS paddd 65
©)[9p yunqns aserdsarpoydsoyd
T0°0 T ¥0°0 S6'T ¥0°0 L0°C ST0 ST LS0SSO  dMPhd-,S4,€ dINDO damsuds-uisdopoyl po1 [eunay p9apd 8s
7-€39q J1unqns (1)
ST0 €T'T 700 €T'T ¥0°0 LT'T 9,0 86°0 08829d  D/(S)D/(1)D uro1d Surpurq-apnosonu surueny 2qq3 LS
6L°0 ¥6°0 S€0 8T'T 20°0 15°0 1€°0 €T LINM60 € ura01d oY1[-1008] UONB[ASOqUI-dAV gl1e 9s
10°0 SLT £9°0 L0T 20°0 se'T 16°0 66°0 118Lkd ¥T aseup] urdjoid payeande-uaSonin 48 L ss
0 LTT 20°0 65T 10°0 €8°0 LS°0 SO'T 65229d uofisds urajord ¢-¢-41  sdd €-€-pT s
Jrunqns onATeIed
6L°0 ¥0'T €6°0 660 10°0 YA 8T°0 06°0 £€129d  eydre-1dd asereydsoyd urejord-suruoaiyy/sutiag eorddd €s
1-839q Jungns (L)
1%°0 60'T SH°0 €T'T 10°0 6€'T ¥20 90T v£829d  9/(S)9/(1)D ureroid 3urpuiq-opnos[onu surueny 1993 es
THo ST'T $6°0 10°T 10°0 0] ¥20 $8°0 81900 6¢ utajoid Surpulq-wnioed o€ 6£qEd Is
(s) Burpreusis
$8°0 v0'T 10°0 €T 10°0 19°0 0T°0 T80  FPZO60 £vd 10398300 TTASN oTysu 81
9I°0 120 99°0 S0°'T 80°0 ve'T 10°0 ST 8TZD60 8ANS 1210.1d 5u11.10S-1D]ONIDA sfus Vi
£9°0 80°'T 2670 10°T 200 Al 10°0 €e'T 6ChL6d PV uIXouuy  Soq poxup q971
100 ST 100 9T 120 20T 20°0 8I'T 6ChL6d PV uIXouuy 0D poxup D971
90°0 891 01°0 6€°1T ¥0°0 Se0 €0°0 0€'0 080060 ¢ urejoid payerdosse-3unios-ura3oid 1e[onoeA ggsda ST
$0°0 LTT 67°0 L0'T ¥0'0 veT ST'0 ST'T 981790 ©J[9p J1Unqns ura301d pareId0sse-uodO[SUEI], piss ¥1
90°0 £€9°0 20°0 990 20°0 Vaal) 01T'0 ¥L°0 TX8d90 9 upxou Suniog "ok gxus €1
90 60'T oo rer loo 18'0 o el _¥r0600 €z utejord pajeroosse-fewrosojdeuds gedeus a
T9°0 TrT S0°0 6v'T 10°0 01’0 10°0 ST0  ZNNM6D Z utsdayied 73ed 11
(1) sa1o159A% SOWI0SOSAT
08°0 S6°0 SH°0 0Tt 80°0 LTT S6°0 00T 9T¥0¢d PAaMA oserawos! sun.-s1o [Aloid-[Apndad  seq pdqyy  «oTTW
1€°0 T 18°0 70°'T €0°0 €Tt €L°0 €0°T 91v0ed PdId dserowos] sun.y-s1o [Ajoid-Apndod  paw pdqy  qzrwa
TT0 91’1 ¥9°0 96°0 20°0 8¢'T £5°0 L0'T 91F0ed PALA dserawost sup.j-s12 [Ajo1d-[Apndad oepdeyy  erIw
[eLIpPUOYOOITW
‘xordwod aseuadorpAyap areaniAd jo yusuoduwiod
LL°0 L6°0 60°0 ITT S0°0 6T'T 6€°0 0T PINE8D ase19jsuen|A190e anpisai-suisA[fodioIpAyia oegdpo  TIW
[ 'sa Bo [ sa Bo 3 [9/0TVIAL o PO/OIVINL  (j0xdrun) Qwreu [[ng dweu PI
O00TVINL  /OOTVINL  OCTVINL  /OTVINL 'S4 OTVIALL S OTVIALL 30Yys
TIOdIN TIDAN TIDAIN TIOdIN  Z'99TMVY  LF9TMVE L'F9TMVI L 'P9TMvd ‘ou umoid uwjold  3odg
1591 7 oney 15917 oney 1591 7 oney 15917 oney 998 J01d

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)

"INV €€¥2:L G202/82/0T U0 papeojumod "LT0Z AeINl TE U0 paus!idnd 901y Ss300Y uadO

(‘PIuo)) T 3NqeL

Nanoscale, 2017, 9, 9641-9658 | 9649

This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

Open Access Article. Published on 31 May 2017. Downloaded on 10/28/2025 7:24:33 AM.

(cc)

View Article Online

Paper Nanoscale
E RAW264 cell line at the LD,,. It can also be noted that most
- 8 b proteins are present in both the MPC11 and RAW264 cell
—— [=] . . . .
gg § ‘f 2 8@ g| b= 5‘: LoNNEg 'g lines, although their amounts may be different in the two
~2EZ2|S eccl eole o oooe = lines. This feature has been observed in wider proteomic
= é screens’® and show that “housekeeping proteins” represent in
=S = fact the vast majority of proteins, at least those detected in pro-
=N&) =
5 E g = | =" F Q xq| Aot N ©nhoo ¢ teomic screens.
5] (=} - o - O (=} (=R R ]
g
= E . . .
23 § T4 v el e o e = 3.3. Validation studies
=% Al
£22.\% EZY 3ES § E55% ¢ inclus - -
- 2 E The inclusion of small but reproducible protein changes
- b means in turn that these changes cannot be validated easily by
— O =] . . . . . .
o353 - aw o ol o oo classical biochemical techniques at the protein expression
R - . . .
552s |8 R ‘:| e :-‘g S 23S 0S4 level. For example, protein blotting often shows a technical
E E variability well above 20%, and a response curve often lower
5 g <8 than that of 2D electrophoresis, making this technique unsui-
- g S| 29 table for the validation of small fold changes. This renders
172}
25 g B § E § §| § 5‘5 § § § § § ig functional validation even more necessary, to confirm the bio-
i =z logical relevance of the proteomics-detected protein
— © .
N OB S E modulations.
= — L
° § (3 £ 3.3.1. Enzyme activities. In 2D gel-based proteomics, pro-
Es] n S QA A | < O 0 © = . .
5 3 E 3 ez g| ] DT T s ;ﬂ K teins are often represented by several spots, and it happens fre-
g? quently that one spot is changed under the biological con-
N g S g ditions of interest while the others are more or less constant.
= . o
LS89 g 'go As the different spots correspond to modified forms of the
8 E g =% ] 5‘| 8 8““—’« & =538 23 protein and as protein modifications are known to modulate
= o (=] (==l S Qo (=} SO oo ‘oL “ el .
2 enzyme activities (e.g. acetylation”), the correspondence
=2 © o e o eie .
NB a5 between spot variations and enzyme activities is far from
by = T o . . . . e .
e 2 =R obvious and must be verified. We carried out this verification
I — o
ke R & Lo
2 % S|y g8 $| 4] & 288 48 on three enzymes, namely isocitrate dehydrogenase (spots ela
~ | S HHS] HHHE S S3SS 5] . e .
£8 and elb), lactoylglutathione lyase (spot h9) and biliverdin
S . .
; - = reductase (spots h3a, h3b and h4). The results, displayed in
131 = — - 5 PR ’ ’
S S| & =YX L o LSow o g . . .
© 2l 8»@ § %E E 2 9 E S =8 Table 2, show that the activity correlates with the spot change
o £
8 . Z2 | & o » DA S F o¢ .
o D DD D DD D D O =
£S 5|9 233 338 £ 33g8 E > F)bse'rved on 2D gels for lactoylglutat.h.lone lyase. In the. case of
2o isocitrate dehydrogenase, the activity correlates with the
« . . 1 .
E= o 55 change in the acidic spot corresponding to the enzyme, and
5} 9] < . . . .
S o 95 = <5 neither with the basic spot nor with the sum of the two spots.
% o a £ g E ﬁ This example demonstrates, if further needed, the interest of a
o = S Qo . . . . . .
g g E ) § S El - f proteomic analysis taking into account the protein species and
— %] —® e .
¢ B B8 & « @ o not only the gene product level. In the case of the biliverdin
] 1) [P~} :5 8 ~ g o . . . .
2.5 T T 8 £ < gE reductase activity, the situation is more complex. The best cor-
B o [} =} = . . . . . . qs s
S é g 8|23 S “é 3 £a relation is found with a combination of the acidic spot of bili-
2 = = T = o < g . s . .
2 g o ©Q = < E g A, ¢ é verdin reductase A and the spot of biliverdin reductase B. This
.c < se5E = = = C e . R ..
- o2 =28 é 2 & 8 & 23 is in line with the known role of phosphorylation in the activity
= = =< o S 0 o0 aye .
2= 2 TI= N SmEZ £ of biliverdin reductase A.”®
= ® & S < . .
= ‘%3 91E £ £ E g g% s= EL 3.3.2. Cytoskeleton and phagocytosis. Numerous proteins
elw  ZS8IEIEIERE E23E L3 iated with the acti kel d from the pro-
g1 % Erg|sleslcgs E=EE Pz associated with the actin cytoskeleton emerged from the pro
=] @ SBEE Vg g2 8 . . . .
g g g }% §| SER %"ég TEETS & _5:: g teomic screen (see category c in Table 1). This led us to study if
°c =S| @ 8528222 eB8coeT e o ; ; .
E 2|8 SS3ESEE 2= A £8 8 k= é the actin cytoskeleton was altered in macrophages upon treat
pgis ment with silica nanoparticles, using labelled phalloidin and
w ’
g2 . . . .
- = P T E confocal microscopy. The results, displayed in Fig. 3, show
be] =i = ) ..Q| ) °8 ili i i i
*g g £ §* 23 g e a S 2 % o B that silica nanoparticles induce a decrease in the number of
=} R 2.2 <t 5 g i i
Q ESE|§ CE 2 =52 E £3T e ) spikes observed at the surface of the macrophages. This effect
- = £ was not due to the internalization of particles per se, as intern-
© 5 o0 s . . . . .
2 é 3 e S ﬂ‘m 6 naST § g alization of latex particles did not induce this effect (Fig. 3,
= o = SE58%8 335 8 255 5T panels D and E).

9650 | Nanoscale, 2017, 9, 9641-9658 This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

Open Access Article. Published on 31 May 2017. Downloaded on 10/28/2025 7:24:33 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Nanoscale

Table 2 Enzyme activities measured in control cell extracts and in
extracts prepared from cells treated for 24 hours with either 10 pg ml*
or 20 pg ml~! silica nanoparticles. The activities are expressed in units
per mg protein, the unit being defined as 1 pmol of substrate converted
per minute

pmol per min per mg prot

Control  Silica (10 pygml™")  Silica (20 pg ml™")
Lgul
A 364.9 329.3 334.7
B 356. 316.9 300.9
C 370.3 336.5 238.6
D 366.7 349.0 306.2
Mean 364.5 332.9 295.1
Std deviation 6.06 13.40 40.5
Fold change 0.91 0.81
t test vs. control 0.011 0.040
IDHC
A 21.5 23.5 14.5
B 19.5 29.5 16.5
C 31.5 21.0 20.5
D 33.5 27.5 11.0
Mean 26.5 25.37 15.62
Std deviation 7.02 3.84 3.97
Fold change 0.96 0.59
t test vs. control 0.791 0.045
Biliverdin reductase
A 1.0 0.5 0.77
B 0.82 0.68 0.68
C 0.73 0.68 0.73
D 0.86 0.77 0.82
Mean 0.85 0.66 0.75
Std deviation 0.11 0.11 0.06
Fold change 0.77 0.88
t test vs. control 0.053 0.177

As the actin cytoskeleton is also involved in phagocytosis,
we also tested this macrophage function. The results, dis-
played in Fig. 4A and B, show a moderate decrease in the pro-
portion of phagocytic cells and an almost unchanged phago-
cytic ability for the phagocytosis-positive cell, for the cells
exposed to 20 pg ml™" silica nanoparticles.

3.3.3. Mitochondrial potential. Numerous mitochondrial
proteins were found in the proteomic study (see category m in
Table 1), some of them implied in energy generation directly
(e.g. the long-chain specific acyl-CoA dehydrogenase (acadl,
spot m9)), the beta subunit of the succinate-CoA ligase [GDP-
forming] (sucb2, spots mla and mi1b) or indirectly through
control of the oxphos complexes (e.g. the mitochondrial
elongation factor Tu (eftu, spot m5), or the ubiquinone biosyn-
thesis protein coq9 (spot m2)). This prompted us to assess the
mitochondrial transmembrane potential. The results, dis-
played in Fig. 4C and D, show no alteration either in the pro-
portion of cells with a normal transmembrane potential or on
the value of the potential. This result is in line with the fact
that most mitochondrial proteins picked in the proteomic
screen show an increase of abundance. This illustrates the fact
that the cells increase the amount of some mitochondrial pro-
teins to compensate for the effects of the silica treatment, and

This journal is © The Royal Society of Chemistry 2017

View Article Online

Paper

are thus able to maintain the mitochondrial potential at the
sub-toxic concentrations used.

3.3.4. Effects on signaling pathways. Several proteins
associated with signaling were found modulated upon silica
nanoparticle treatment of macrophages, according to proteo-
mics. We focused on the AMP-activated protein kinase (AMPK
pathway) and on the myeloid differentiation primary response
protein 88 (myd88) pathway.

The activity of the AMPK pathway is controlled by the
STK11/LKB1 kinase,”” whose activity is controlled through the
formation of a ternary LKB1-STRAD-CAB39/Mo025 complex.”®
In this model, a decrease in the calcium binding protein 39
(CAB39/Mo025) should result in a decrease of the LKB1 activity,
resulting in turn in a decrease of the AMPK activity.
Macrophages respond to silica nanoparticles by decreasing the
amount of CAB39/Mo25 (spot s1) and thus putatively decreas-
ing the activity of the AMPK pathway. It is also worth noting
that macrophages also respond to silica nanoparticles by a
strong decrease of adenosine kinase (adk, spot r9) whose
product is AMP, i.e. another activator of AMPK.

We thus tested if a pharmacological inhibition of AMPK
would alter cell survival after treatment with silica nano-
particles. The results, displayed in Fig. 5A, show that inhi-
bition of the AMPK pathway dramatically increases cell survi-
val upon treatment with silica.

The myd88 pathway is involved in the transduction of the
signals produced by activation of most Toll like receptors
(TLR).” Consequently, a decrease in myd88, as we observed in
our proteomic screen (spot i3), should result in a lesser
efficiency of the TLR pathways and thus to decreased
responses when the TLR are stimulated. To test this hypo-
thesis, we used the classical lipopolysaccharide (LPS)-induced
NO production, linked to the stimulation of TLR4. The results
of these experiments, displayed in Fig. 5B, show a progressive
decline of the LPS-induced NO production when cells are
treated with silica nanoparticles. This effect was also observed
for the production of interleukin 6, while Tumor Necrosis
Factor alpha (TNF-alpha) did not show the same response
(Fig. 5C and D).

3.3.5. Effects on DNA. Among the proteins modulated in
response to silica nanoparticles, a few are associated with DNA
replication and DNA repair. We thus first checked if DNA
damage was observable in silica treated RAW264.7 cells. The
results, displayed in ESI Fig. 8,f show that treatment of
RAW264.7 cells with 20 pg ml™" silica induces an increase in
DNA damage, as previously detected in other cell types® and/or
with larger silica particles.>* One of the modulated proteins is
the 2'-deoxynucleoside 5’-phosphate N-hydrolase 1 (DNPH1,
spot d3), a protein cleaving off the base from deoxyribonucleo-
tides, independently from the nature of the base, although the
kinetics of the cleavage may differ from one nucleotide to
another.**® In the context of nucleotide excision repair,
whose end products are nucleotides, the role of such an
enzyme is to remove the damaged bases from the nucleotides,
so that damaged nucleotides cannot re-enter the salvage
pathway and be re-incorporated into DNA.
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Fig. 3 Changes in the cell morphology and actin cytoskeleton. Three dimensional reconstructions of the F-actin cytoskeleton (visualized by phalloi-
din staining) are shown, allowing visualization of the surface ruffles of the cells. Top row: Control cells and cells treated for 24 hours with Ludox
TMA silica. Bottom row: Cells treated with fluorescent latex beads. Note the loss of surface spikes induced by silica but not by latex, showing that

the effect is not solely induced by the phagocytosis process per se.

Another enzyme that can be implicated, although indirectly,
in the control of DNA damage is lactoylglutathione lyase,** as
it prevents glycation of nucleotides by destroying methyl-
glyoxal. As guanine glycation has been already observed with
zinc oxide nanoparticles,®® we first checked if the observed
decrease in the amount and activity of lactoylglutathione lyase
(spot h9) was correlated with an increased sensitivity to
methylglyoxal. The results, displayed in Fig. 6A and B, show no
significant difference in methylglyoxal sensitivity between
control cells and silica-treated cells.

If the hypothesis regarding the role of DNPH1 is correct, a
decrease in this protein may mean a decrease in detoxification
of damaged DNA and thus an increased sensitivity to DNA-
damaging agents detoxified via the nucleotide excision repair
(NER) pathway. To test this hypothesis, we examined the effect
of silica nanoparticles on the cellular sensitivity to styrene
oxide, a bulky nucleophilic agent inducing cell death and DNA

9652 | Nanoscale, 2017, 9, 9641-9658

84,85

damage in other models. The results, displayed in Fig. 6C
and D, show that pre-treatment of macrophages with silica
nanoparticles induces an increased sensitivity to styrene oxide.
This cross-toxicity effect is not present on MPC11 cells, which
show a silica-induced increase in the cellular amount of
DNPH1 instead of the decrease observed in macrophages. To
obtain further insights into the alterations of the NER system
induced by silica nanoparticles, we investigated the changes in
the expression of some of the proteins of the system by RT-
gPCR. The results, displayed in Fig. 7, show a decrease in the
expression of some of these genes: Cockayne Syndrome
Protein A (CSA), Proliferating Cell Nuclear Antigen (PCNA),
DNA repair protein XRCC1, and DNA excision repair protein
(ERCC1) upon macrophage treatment with silica nanoparticles
at the LD,, dose. Only two genes (CSA and XRCC) show a
modulated response in the MPC11 cell line and here again at
the LD, dose.

This journal is © The Royal Society of Chemistry 2017


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c7nr02140b

Open Access Article. Published on 31 May 2017. Downloaded on 10/28/2025 7:24:33 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Nanoscale
100 100

Z 301 8 g0f

[5) =~

S,40 1 25 40-

g T E

< =S

2, 20 - 151 20

= 0 : 0

ctrl NP10 NP20 ctrl NP10 NP20

A B

31001 _m = 100 {

280 | i S 80

& oo | 25 60

g i SE

é 40 ég 40

S0 | TR

= ) | IE: = 0

S ctrl NP10'NP20 ctrl NP10 NP20
C D

Fig. 4 Study of the phagocytic index and of the mitochondrial trans-
membrane potential. Panel A: Proportion of phagocytic cells (in the
viable cell population only) for control cells or cells treated for 24 hours
with 10 or 20 ug ml™ Ludox TMA silica. Panel B: Mean fluorescence of
phagocytic cells (in the viable cell population only) for control cells or
cells treated for 24 hours with 10 or 20 pg ml™* Ludox TMA silica. Panel
C: Proportion of Rhodamine 123-positive cells in the total population
(white bars) or in the viable cell population only (dotted bars) for control
cells or cells treated for 24 hours with 10 or 20 pg ml™ Ludox TMA
silica. Panel D: Mean Rhodamine 123 fluorescence (in the viable cell
population only) for control cells or cells treated for 24 hours with 10 or
20 pug ml™* Ludox TMA silica. Symbols indicate the statistical significance
(Student’s t-test): *p < 0.05; Tp < 0.01.

4. Discussion

One of the major problems in the field of nanotoxicology is
the variability of the results presented in the scientific litera-
ture. The variability of the nanomaterials, even if they bear the
same chemical name, and their poor characterization have
often been blamed as the main cause of this observed varia-
bility. However, in many cases both the cell types and the
nanoparticles used change from one study to another, and it is
difficult to evaluate the influence of each factor on the final
variability. Even worse, some cell lines such as those used in
the present study can be cultured in two different media,
namely RPMI 1640 and DMEM. When comparing our results
with those obtained by Panas et al.” on the same cell line with
precipitated amorphous silica of very similar size (26 vs.
25 nm), we found a much higher cytotoxicity than they did.
However our cells are grown in RPMI 1640 while in their study
the cells were grown in DMEM, and it has been recently
demonstrated that such a medium change induces significant
changes in the cellular proteome and in the observed
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Fig. 5 Validation of the effects on signaling pathways. Panel A: Dose
dependent survival curve for RAW264.7 cells treated for 24 hours with
various concentrations of Ludox TMA silica, with (dotted lines) or
without co-treatment with the PKA inhibitor H89 (10 pM). Panel B: NO
production of RAW264.7 cells treated with Ludox TMA nanoparticles
only (black bars) or treated with nanoparticles and 100 ng ml™* lipopoly-
saccharide (hatched bars). *Significant difference at p < 0.05 with the
Mann-Whitney U test but not the Student’s t-test (p = 0.08). /p < 0.01
according to the Student's t-test. Panel C: IL6 production of RAW264.7
cells treated with Ludox TMA nanoparticles only (black bars) or treated
with nanoparticles and 100 ng mt™? lipopolysaccharide (hatched bars).
Symbols indicate the statistical significance (Student's t-test): *p < 0.05;
p < 0.01; "o < 0.001. Note the different scales for IL6 production for
cells treated with silica alone (left scale) or with silica and LPS (right
scale). Panel D: TNF-alpha production of RAW264.7 cells treated with
Ludox TMA nanoparticles only (black bars) or treated with nanoparticles
and 100 ng ml™* lipopolysaccharide (hatched bars). Symbols indicate the
statistical significance (Student's t-test): *p < 0.05; Tp < 0.01; p < 0.001.

responses to nanoparticles.’® This may be linked to the
already-described dependence of silica toxicity on metabolic
activity,®” which may be different between the rich DMEM
medium and the relatively poorer RPMI 1640 medium.

This being stated, the increased sensitivity of macrophages
to amorphous silica, which has been established in several
studies, both for nanoparticles e.g. ref. 5-7 and microparti-
cles'? is further confirmed in the present study.

In the case of amorphous silica, one factor that greatly
affects cytotoxicity is the presence of a protein corona, which
forms when silica is introduced into a protein-containing
medium such as culture media with bovine serum.®® It has
been shown that the presence of the corona decreases the tox-
icity of silica (e.g. in ref. 89 and 90). This means that in the
presence of proteins, the entity that is internalized is not a
bare silica particle, but a core-shell silica-protein particle,
which means in turn that in this case, adsorbed proteins are
introduced into the cell. It may be then questioned whether
such internalized proteins may affect cellular physiology.
Although such a hypothesis cannot strictly be ruled out, it
seems unlikely for two reasons. First the proteins adsorbed on
nanoparticles are often denatured,’"°> which means that they
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Fig. 6 Validation of cross toxic effects. In these experiments the cells
were pre-treated with 0, 10 or 20 pg ml™* Ludox TMA nanoparticles for
6 hours, then the toxic agent was added for a further 18 hours. Cell via-
bility was assessed by dye exclusion after this total 24 hour treatment.
Panel A: Survival curve for RAW264.7 cells co treated with silica and
methylglyoxal (MG). Circles: Control cells (not treated with silica).
Squares: Cells treated with 10 pg ml~* silica. Triangles: Cells treated with
20 pg ml? silica. Diamonds and dotted line: Cells treated with 20 pg
ml~! silica, with correction of the mortality induced by silica alone. No
statistically significant effect can be detected for cells treated with 10 pg
ml~* silica, and after correction of the mortality induced by silica alone,
a moderate but statistically significant effect (p < 0.05) can be detected
for cells treated with 20 pg ml™ silica only at 600 uM methylglyoxal.
Panel B: Same as panel A, but for MPC11 cells. No statistically significant
effect could be detected. Panel C: Survival curve for RAW264.7 cells co-
treated with silica and styrene oxide (StOx). Circles: Control cells (not
treated with silica). Squares: Cells treated with 10 pg mtt silica.
Triangles: Cells treated with 20 ug ml™ silica. Diamonds and dotted line:
Cells treated with 20 ug ml™ silica, with correction of the mortality
induced by silica alone. Except for the 0 pM styrene oxide point, all
points are statistically different between the cells treated with 20 ug
ml~* silica (p < 0.01 for 100, 200, 300 UM styrene oxide, p < 0.05 for 500
and 750 pM styrene oxide) and cells treated with styrene oxide alone,
even after correction of the mortality induced by silica alone. For the
cells treated with 10 pg ml™ silica, all points except the 0 pM styrene
oxide point are statistically different from the control (p < 0.01). Panel D:
Same as panel C, but for MPC11 cells. No statistically significant effect
could be detected.

lose their functions. Second, silica nanoparticles are interna-
lized in lysosomes™* which are in an acidic environment where
massive protein degradation occurs. Consequently, a func-
tional effect of the corona inside the cells seems rather
unlikely.

As another example of the variability of the results pub-
lished in the literature, proteomic studies on the cellular
responses to silica nanoparticles have been published pre-
viously*>?* and have shown widely different results and even
results different from those presented in the present study.
However, the low number of common responses detected in
the present study between two different cell lines at equal
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Fig. 7 Expression analysis by RT-qPCR of genes involved in the nucleo-
tide excision repair (NER) pathway. The expression of six genes involved
in the NER pathway was monitored by RT-qPCR for RAW264.7 and
MPC11 cells treated with Ludox TMA silica nanoparticles. White bars:
Control cells. Hatched bars: Cells treated for 24 hours with 10 ug ml™*
silica. Black bars: Cells treated for 24 hours with 20 pg ml™ silica.
Dotted bars: Cells treated for 24 hours with 100 ug ml™* silica. *p < 0.05
in the Student’s t-test.

effect dose or at identical doses clearly demonstrates that cellu-
lar responses are widely different from one cell type to
another, and such cell type-specific effects are the main expla-
nation for the different responses reported using proteomic
studies.

There are however discrepancies that remain, even when
working with the same cell line in the same culture medium
and with similar nanoparticles. One example can be found in
the synergy between silica and LPS for NO production. In our
study we found a negative synergy (silica decreases the LPS-
induced NO production) while Di Cristo et al. found a positive
synergy.>® Several factors can explain this discordance in the
results: (i) the duration of the LPS treatment (24 hours in our
case instead of 48 hours in the Di Cristo et al. study), (ii) the
concentration of silica used (10 pg cm™ in the Di Cristo et al.
study instead of 4 pg cm™2 in our case) and (iii) the fact that in
this precise case Di Cristo et al. used a suboptimal LPS concen-
tration (10 ng ml™") instead of the 100 ng ml™" concentration
that we used and also gave full NO production in the Di Cristo
et al. study. While the duration of the treatment may explain
the differences in the absolute NO concentration found
(20 mM in their case instead of 9.5 mM in our study), the
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opposite synergies found probably depend on the last two
factors. Indeed, a positive synergy will be impossible to
observe if the maximal stimulation is already reached. In
addition, the silica dose used in the Di Cristo et al. study is
fairly important and induces strong membrane permeability
(50% at 24 hours). As this parameter is the one tested by the
viability assay that we used (trypan blue exclusion), such a con-
dition corresponds to the LDs, in our system. Such an acti-
vation of the proinflammatory functions of macrophages at
toxic concentrations has already been described for silica'*
and for other nanoparticles,”® and may contribute to explain
the differences between the two sets of results on the silica-
LPS synergy.

In order to extend our observations on the TLR axis, we also
measured the release of the two inflammatory cytokines IL6
and TNF. While IL6 showed the same response as NO pro-
duction (weak induction by silica alone and strong reduction
by silica of the LPS-induced response) TNF did not show the
same response pattern. This discordance between the two cyto-
kine responses has been observed previously in the case of
copper oxide nanoparticles.*®

One of the more interesting outcomes of the proteomic ana-
lysis lies in the proteins involved, directly or indirectly, in the
DNA repair pathway. Such proteins include PCNA, DNPH1 and
lactoylglutathione lyase. Regarding lactoylglutathione lyase, we
did not observe any cross toxicity between silica and methyl-
glyoxal, opposite to what was observed with zinc nano-
particles.’® The decrease of PCNA and DNPH1 suggested
however a decrease in the efficiency of the NER pathway, which
resulted in a higher sensitivity to bulky DNA alkylating agents.
This sensitivity was however observed only on the sensitive cell
type (macrophage) and not on the less sensitive MPC11 cell
line. Such a cross sensitivity may be relevant for pulmonary
toxicity, as it could induce a decrease in the number of viable
lung macrophages if they are exposed both to silica nano-
particles and to DNA alkylating agents, such as those con-
tained in tobacco smoke or combustion particles at a larger
sense. A similar cross toxicity between insoluble nanoparticles
and DNA alkylating agents has been previously observed with
titanium dioxide.”®> Genotoxicity has been previously described
for silica nanoparticles,>*” but has been observed only at
high, cytotoxic concentrations.

These cross toxic effects between nanoparticles and chemi-
cals have been described with metallic ions such as
cadmium®® and lead,*® but our work and the one of Armand
et al. extend it to organic chemicals. The sequential treatment
used (nanoparticles first, then chemicals) is not in favor of a
direct trojan horse effect, i.e. an adsorption of the chemical on
the nanoparticles leading to a better penetration in the cells
and an intracellular release of the adsorbed chemical. It is
more in favor of a synergistic effect, i.e. an alteration of the cel-
lular physiology by the nanoparticle which renders the cell
more sensitive to the chemical of interest.

Such studies of cross effects are important in a safe by
design perspective. Primary determinants of cellular toxicity are
of course of crucial importance, and have been recently
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described for silica.”® They are however not sufficient, as the
real use of the products involves co-expositions that are difficult
to predict and may vary greatly, e.g. according to lifestyle. In
such a frame, wide-scope studies such as omics studies are able
to provide valuable insights, provided that they are fully inter-
preted down to the protein level and not only to the pathway
level, and provided that their predictions are tested.
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AMP Adenosine 5’ monophosphate

CHAPS  3-[(3-Cholamidopropyl)dimethylammonio]-1-
propanesulfonate

DIGE Differential in-gel electrophoresis

DMEM Dulbecco modified Eagle’s medium

EDTA Ethylene diamine N,N,N’,N'-tetraacetic acid

EGTA Ethylene glycol-bis(2-aminoethylether)-N,N,N',N'-
tetraacetic acid

FBS Fetal bovine serum

LD, Lethal dose 20%

LPS Lipopolysaccharide

NADPH Nicotinamide adenine dinucleotide phosphate,
reduced form

PBS Phosphate buffered saline

RPMI Rockwell Park Memorial Institute

RT- Reverse transcriptase-quantitative polymerase chain

qPCR reaction

SDS Sodium dodecyl sulfate

TCEP Tris(carboxyethyl) phosphine
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