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Abstract

Human exposure to nanoparticles is inevitable from natural and anthropogenic sources. Titanium
dioxide (TiO,) nanoparticles are increasingly being used in pharmaceutical and cosmetic products.
Previous studies revealed that TiO, levels were significantly increased in tissues (e.g., lymph
nodes) after mice were injected with nanosized TiO,. To identify early response lymph node
proteins to TiO, nanoparticles, groups of mice were intradermally injected with a low dose of
DeGussa P25 TiO, nanoparticles or vehicle alone. The proteomes of lymph nodes at 24 h were
quantitatively analyzed using trypsin-catalyzed 160/180 labeling in conjunction with two-
dimensional liquid chromatography separation and tandem mass spectrometry (2DLC-MS/MS). A
total of 33 proteins were significantly changed (over 1.3-fold, p<0.05) in the mice treated with
TiO, nanoparticles, which accounted for approximately 1% of the total proteins identified. The
differentially expressed proteins mainly involve the immune response (e.g., inflammation), lipid
and fatty acid metabolism, mRNA processing, and nucleosome assembly. Regulation of
functionally distinct classes of proteins could be mediated by estrogen receptor (ESR1), PPARYy,
and c-Myc signalings, etc. The differentially expressed proteins identified in this experiment could
represent early response proteins to TiO, nanoparticle treatment in mouse lymph nodes.
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1. Introduction

Nanoparticles are typically defined as particles with at least one size domain between 1 and
100 nanometers. Engineered nanoparticles have emerged as a class of new materials for
more than a decade. The unique characteristics of some materials in this size domain and
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various applications of nanomaterials are attractive for commercial development. Studies
have indicated that nanomaterials are used in many daily consumed products such as beer
and baby drinks despite the limited safety information that has been acquired (1). So far,
more than 1300 nanotechnology-based consumer products, produced by ~580 companies
located in 30 countries have been reported
(http://www.nanotechproject.org/inventories/consumer/). Several pharmaceutical companies
already obtained approval from the U.S. Food and Drug Administration (FDA) for medical
applications of nanotechnology-based drug-delivery agents, biosensors, and imaging
contrast agents (2, 3). While the types of nanoparticles and applications continue to grow,
concerns are mounting for the health risk of human exposure to nanomaterials (4-9).
Therefore, in vivo studies to characterize biological responses to nanomaterial exposure are
in growing need (10).

Among the commercially available nanomaterials, titanium dioxide (TiO,) nanoparticles are
increasingly being used in personal care, paint, cosmetic products and food additives
(http://lwww.nanotechproject.org/inventories/consumer/). Possible approaches of human
intake of TiO, nanoparticles include airborne exposure, inhalation, ingestion, skin uptake,
and medical injection of engineered nanomaterials (11, 12). The uptake of nanomaterials in
tissues will be dependent on the site of interaction of the nanomaterials with the organism.
Intravenous injection of TiO, nanoparticles in mice/rats resulted in elevated TiO, levels in
blood and solid tissues (13) with the highest TiO, levels found in liver, followed by blood,
spleen, lung, and kidney (13, 14) one day after the treatment. In contrast, intradermally
injected nanoparticles (e.g., cadmium selenide quantum dots) were taken up by lymph nodes
and translocated to the blood stream through lymphatic pathways (15, 16). Studies also
indicated that lymphatic transport of nanoparticles (e.g., polypropylene sulfide) was size-
dependent with more efficiency for smaller (25 nm) than larger (100 nm) particles (17). Skin
penetration is also possible for some nanomaterials. Recent studies demonstrated that
carboxylated quantum dots applied topically could penetrate the skin of SKH-1 mice (18),
and PEG-coated quantum dots penetrated dermabraded mouse skin but not intact mouse skin
(19). Recent studies have demonstrated that intact porcine skin is refractory to TiO,
penetration (20), even with repeated administration over a 4 weeks period (21); however,
neither of these studies were able to rule out the possible penetration of TiO, though
damaged porcine skin and presentation to the dendritic or Langerhans cells of the skin.

The biological effects of TiO, nanoparticle exposure and the mechanisms behind the
response are not well understood. Field studies found airborne anatase TiO, nanoparticles
induced cytotoxicity response in human beings during the manufacturing process (22).
Pulmonary toxicity of TiO, nanoparticles has been examined using mouse models (23-26),
and the lung inflammatory and cytotoxicity response were likely related to the particle size
(24, 26), but some studies suggested no such relationships (23). To elucidate the
mechanisms involved in TiO, nanoparticle induced toxicity, a few studies have been
reported. For example, in vivo studies indicated that TiO, nanoparticles bound tightly to
DNA in the TiO, exposed mouse liver (27), could induce genotoxicity (28) and spleen
injury (29). Exposure of lymphocytes to TiO, nanoparticles significantly increased
micronucleus formation and DNA breakage, elevation of p53 level, activation of DNA
damage checkpoint kinases, and generation of reactive oxygen species (ROS) (30). An in
vitro study also suggested that TiO, nanoparticles could disrupt the function of proteins such
as lysozyme activity inhibition (31) and Ap fibrillation promotion by shortening the
nucleation process (32). The interactions between nanoparticles and proteins (33-35) could
be associated with nanoparticle size and surface properties. In addition, nonporous TiO,
nanoparticles could slow the kinetics of chemical messenger secretion without altering the
number of molecules released from the mast cell granules (36). The prospective response of
immune system to TiO, nanoparticles are also under investigation (2, 37).
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Omics techniques have been employed for the characterization of global molecular changes
associated with nanoparticle exposure to biological systems. Microarray analysis of gene
expression in zebrafish embryos exposed to TiO, nanoparticles demonstrated that different
sizes of TiO, nanoparticles had varying effects on the expression of genes involved in the
immune response, tumor necrosis factor, and endocytosis (38). Metabolomic analysis of
urine samples from rats intragastrically administrated TiO, nanoparticles suggested that they
could disturb energy and amino acid metabolisms and the gut microflora environment (39).
Using 2-dimensional differential gel electrophoresis (2D-DIGE) and MALDI-MS, Yang et
al. identified 16 differentially expressed proteins as a result of SiO, nanoparticle exposure to
HaCaT cells (40). Nevertheless, characterization of in vivo biological effects of
nanomaterials has not been fully explored and proteomic analysis of nanomaterial exposure
is in its infancy. Information from global quantitative proteome analysis would enhance our
understanding of nanomaterial-induced biological effects. In recent years, enzyme-
catalyzed 180 labeling (41) combined with multidimensional LC separation and tandem
mass spectrometry (LC-MS/MS) has been successfully developed and applied to global
quantitative proteome analysis(42). In this study, the technique was applied to the
measurement of proteome changes in mouse lymph nodes upon intradermal injection of
commercial TiO, nanoparticles. By comparing the lymph node proteomes of the TiO,
nanoparticle-treated mice with that of the control group, we found interesting information
related to the biological consequence of TiO, exposure to lymph nodes at the proteome
level.

2. Materials and Methods

2.1. Chemicals and reagents

Ammonium bicarbonate (NH4HCO3), ammonium formate (NH4HCO,), Cremophor,
guanidine hydrochloride (Gdn-HCI), iodoacetamide, and Tris were purchased from Sigma-
Aldrich (St. Louis, MO). Formic acid and trifluoroacetic acid (TFA) were from Fluka
(Milwaukee, WI). HPLC grade acetonitrile (CH3CN) and water were obtained from Fisher
Scientific (Fair Lawn, NJ). Tris(2-carboxyethyl)phosphine hydrochloride (TCEP-HCI),
Excellulose desalting columns (5K MWCO) and Bicinchonic acid (BCA) protein assay
reagent kit were purchased from Pierce (Rockford, IL). Chemicon total protein extraction
buffer containing protease inhibitors cocktail was from Millipore (Billerica, MA). Ethyl
alcohol was obtained from Pharmco-AAPER (Hopkinsville, KY).

2.2. TiOy nanoparticles

“Aeroxide” P25 TiO, (Baker and Collinson, Inc., Detroit, MI) nanoparticles were chosen for
this study. Quantitative elemental analysis by ICP/AES for titanium indicated a purity of
greater than 99%. X-Ray diffraction confirmed that the titanium dioxide consisted of a
mixture of 86% anatase and 14% rutile phases. Transmission electron microscopy found the
minimum particle size was 14.2 nm and the maximum particle size was 64.6 nm. The
arithmetic mean was 27.5 = 9.8 nm. The morphology of these particles was generally round,
but they were irregular in shape (that is, some sharp edges were present and some particles
were elongated). These results agreed well with the manufacturer's reported value of 21 nm.
Surface area measurements (BET analysis) indicate that the internal surface area attributed
to pores is between 2.2 and 3.3 m2/g depending on whether the adsorption or desorption
isotherm is used. The ideal surface area for smooth particles was calculated to be 50.5 m2/g
compared to an actual measured value of 50.9 + 0.2 m%/g by BET. This indicates that A
=1.01 or approximately 1% of the measured surface area is due to surface roughness. The
determined BET value agreed with the manufacturer's reported value of 49 m2/g.

J Proteomics. Author manuscript; available in PMC 2012 November 18.
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2.3. Animal Treatment

Isolator reared, Helicobacter-free female Crl: SKH-1 (hr/hr) hairless mice were obtained
from Charles River (Portage, MI) at 5 weeks of age. The mice were housed for 2 weeks in
the National Center for Toxicological Research (Jefferson, AR) Quarantine Facility and
acclimated for an additional week prior to use. The treatment of the mice was approved by
the Institutional Animal Care and Use Committee at this American Association for
Laboratory Animal Science accredited facility. At 9 weeks of age, groups of six mice were
weighed (average body weight of 23 g) and anesthetized intraperitoneally with sodium
pentobarbital (25 mg/kg body weight). Anesthetized mice were injected intradermally in
both the left and right dorsal flanks with either 5 ul of 1:1:8 ethyl alcohol:cremophor:water
vehicle or suspensions of nanoscale TiO, (1 mg/ml, DeGussa P25) in this vehicle using a
Hamilton gas-tight syringe (Hamilton Company, Reno, NV) equipped with a 3/8-in., 26-
gauge needle with a 30° (intradermal) bevel. The mice were euthanized using gaseous CO»
24 hrs post injection and both the right and left brachial, axillary and inguinal lymph nodes
were collected and immediately frozen in liquid nitrogen at necropsy.

2.4. Lymph node proteome extraction and trypsin digestion

The right brachial, axillary and inguinal lymph nodes from each mouse were combined and
lysed. After adding 100 pL of Chemicon total protein extraction buffer, the lymph nodes
were ground using a 1 mL Dounce tissue grinder (Wheaton Science International, Millville,
NJ). The resulting lysates were centrifuged at 11,000 x g for 20 min at 4 °C and the
supernatants were collected. Protein concentrations were measured by the BCA protein
assay. Equal amounts of protein from three TiO, nanoparticle treated mice were combined,
as was the protein from the 3 control mice. The extracted proteome samples from both the
treatment and control groups were desalted using Excellulose desalting columns and
lyophilized. Protein samples were re-dissolved with 6 M Gdn-HCI in 50 mM Tris-HCI, pH
8.3. The samples were reduced by adding TCEP-HCI to the final concentration of 10 mM
and boiling in a water bath for 10 min. Proteins were further alkylated in 50 mM
iodoacetamide with an incubation at 37 °C in dark for 2 hrs. After alkylation, each sample
was buffer-exchanged to 25 mM NH4HCO3 (pH 8.3) through an Excellulose desalting
column (5K MWCO, Pierce, Rockford, IL) that was pre-equilibrated with 25 mM
NH4HCO3 (pH 8.3). The samples were digested with trypsin (Promega, Madison, WI1) at 37
°C for 16 hrs using a protein to enzyme ratio of 50:1 (w/w). The tryptic peptides were
further cleaned by Alltech Extract-Clean SPE C18 HC column (Grace, Deerfield, IL).
Samples were lyophilized and stored at -80 °C.

2.5. Trypsin-catalyzed 160/180 labeling

Peptide C-terminal 160/180 labeling was performed as described previously (43). For 180
labeling, 50 pg of proteome tryptic peptides from the TiO, nanoparticle treated mouse group
were dissolved in 17% CH3CN in 180-enriched water (97%, Sigma-Aldrich, St. Louis,
MO). Sequencing grade modified trypsin (Promega, Madison, W1) dissolved in 180-water
was added to the samples at a ratio of 30:1 (w/w, protein-to-trypsin), and the mixture was
incubated at 37 °C for 16 hrs. The reactions were quenched by boiling the samples for 10
min in a water bath and then cooling down to room temperature, followed by addition of
0.2% TFA. The sample was immediately lyophilized to dryness. The identical procedure
was carried out in parallel for 160 labeling of the same amounts of peptides from the control
group in which the regular 160-water was used instead of 180-water. In addition, reverse
labeling was performed as well in which the sample from TiO, nanoparticle treated mouse
group was labeled using 160-water while the control sample was labeled using 180-water.
The 160- and 180-labeled samples stored separately at -80 °C for further analysis.
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2.6. Strong cation exchange liquid chromatographic (SCXLC) fractionation

Prior to SCXLC fractionation, each pair of 160-labeled and 180-labeled samples were
dissolved in 25% CH3CN/0.1% TFA and combined (i.e., 260-control/*80-treatment pair

or 180-control/160-treatment pair). A Dionex UltiMate 3000 Nano and Cap LC system
(Dionex Softron GmbH, Germering, Germany) was used to deliver mobile phase A (25%
CH3CN in water) and mobile phase B (25% CH3CN/0.5 M NH4HCO», pH 3.0).

The 160/180-labeled peptides were loaded onto a 1 mm x 150 mm Polysulfoethyl A column
(PolyLC Inc., Columbia, MD) and eluted at a flow rate of 50 uL/min, using the following
NH4HCO2/CH3CN multistep gradient: 3% mobile phase B for 5 min, followed a linear
increase to 10% B for 18 min, a linear increase to 45% B for 26 min, then a linear increase
to 100% B for 1 min, and maintained at 100% B for 10 min. The separation was monitored
using a laser induced fluorescence detector equipped with 266 nm diode pumped solid state
pulsed laser (ZETALIF Discovery, Picometrics, Toulouse, France) to detect native
fluorescence at an emission wavelength of 340 nm. Thirty one fractions were collected at
two-minute intervals. The fractions were lyophilized and stored at -80 °C for LC-MS/MS
analysis

2.7. Nanoflow reversed-phase LC-MS/MS analysis

Nanoflow RPLC separation of peptides was conducted using a 9 cm long x 75 pum inner
diameter (i.d.) fused silica capillary electrospray ionization (ESI) column which was coupled
online to an Orbitrap mass spectrometer (LTQ-Orbitrap XL, Thermo Electron, San Jose,
CA) for MS/MS analysis of each SCXLC fraction. The ESI column was slurry packed with
5 um, 300 A pore size Jupiter C18 RP particles (Phenomenex, Torrence, CA) against a 9 cm
x 75 um i.d. fused-silica capillary (Polymicro Technologies, Phoenix, AZ) with a flame-
pulled fine i.d. (i.e., 5-7 um) tip. Mobile phases A (0.1% formic acid in water) and B (0.1%
formic acid in CH3CN) were delivered by a Dionex UltiMate 3000 Nano and Cap LC
system (Dionex Softron GmbH, Germering, Germany). Peptides were loaded in 30 min
while the column was maintained with 2% solvent B at a flow rate of 1 pL/min, and then
separated using a step gradient of 2%-42% solvent B for 65 min and 42%-98% solvent B for
15 min at a flow rate of ~250 nL/min. Following the MS survey scan with a resolution of
6x10% and a mass range of m/z 300-1800 in the Orbitrap analyzer, data-dependent MS/MS
scans were acquired in the linear ion trap analyzer in which the 7 most intense peptide
molecular ions in the MS scan were sequentially and dynamically selected for subsequent
collision-induced dissociation (CID) using a normalized collision energy of 35%. Dynamic
exclusion was enabled with duration of 1 min to prevent repeated acquisition of MS/MS
spectra of the same peptide for which the MS/MS spectrum had been acquired in the
previous scan. Electrospray voltage was set at 1.6 kV, and the voltage and temperature for
the ion source capillary were 47 V and 160 °C, respectively

2.8. Peptide identification

The raw MS/MS data were searched using the SEQUEST cluster running under BioWorks
(Rev. 3.3.1 SP1) (Thermo Electron, San Jose, CA) against a mouse IPI proteome database
(version 3.78, containing 54,928 protein sequence entries) downloaded from the European
Bioinformatics Institute (EBI) (http://www.ebi.ac.uk). Reversed protein sequences of all the
protein entries were added to the same database for an estimation of false identification rate.
Peptide mass tolerance of 10 ppm and fragment ion tolerance of 1 Da were set with tryptic
specificity allowing two missed cleavages. SEQUEST criteria were Xcorr > 1.7 for [M
+H] ions, > 2.5 for [M+2H]2* ions and > 3.2 for [M+3H]3* ions, and P < 0.01 for
identification of fully tryptic peptides. A dynamic 4.0085 Da modification on the C-terminus
was also set in a single search to identify both 180-labeled peptides and peptides with
normal C-terminus. In addition, dynamic oxidation of Met by the addition of one oxygen
(+15.9949 Da) and Cys carboxyamidomethylation (+57.0215 Da) were included. These
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criteria were applied to filter the peptide identifications from both forward and reversed
protein sequences.

2.9. Quantitation, normalization and statistical analysis

The identified peptides were quantified using the BioWorks' PepQuan module (Thermo
Electron, San Jose, CA), which calculated the relative abundance (e.g., ratios of 180/160, H/
L) of peptides based on the areas of their extracted ion chromatograms (XIC) using a
minimum intensity threshold of 100 counts, mass tolerance of 0.03 Da and smoothing point
of 5. After logarithmic transformation, the abundance ratio distribution of all the peptides in
each dataset was plotted to fit with normal distribution and nonlinear regression was
performed according to the method described previously (44). The mean ratio was used to
normalize the abundance ratios of the dataset. When multiple peptides were identified from
the same protein, an average ratio was calculated. Student's t-test was performed for the
proteins in each quantitative dataset and p value was calculated.

2.10. Pathway and network analysis

To investigate the pathways and networks involving the lymph node proteins differentially
expressed between the control and TiO, nanoparticle treated mice, the MetaCore (GeneGo,
St. Joseph, MI) program was used to build protein interaction networks. MetaCore is an
integrated software suite for functional analysis of experimental data and it contains curated
protein interaction networks on the basis of manually curated database of human, mouse, rat
protein-protein, protein-DNA, protein-RNA and protein-compound interactions. The
significantly changed proteins from our experiments and the proteins from the MetaCore
database were used to generate networks using the shortest paths algorithm (maximum 2
steps in the path) and pre-filters as lymphocyte and mouse (M. musculus).

3. Results

3.1. Forward and reverse trypsin-catalyzed 160/180 labeling strategy for confident
guantitation

Enzyme-catalyzed oxygen exchange has been used for stable isotope labeling in quantitative
proteomics. The labeling is performed typically by incubation of peptides with trypsin in the
presence of 180-coded water (45). The two oxygen atoms in the C-terminal carboxylate
group of a peptide are exchanged with two 180 atoms from the water, resulting in an
addition of 4.0085 Da to the peptide. This labeling technique has been applied to many
quantitative proteomic studies for relative quantitation of protein expression. However,
oxygen back-exchange during sample processing and analysis and/or incomplete labeling
especially for proteome samples have been reported (46). The labeling technique has been
improved to achieve complete labeling and prevent oxygen back-exchange (42, 47, 48).
These improvements include decoupling of 180 labeling from the protein digestion step (42,
47), 180 labeling performed in a buffer containing 20% methanol which enhances trypsin
activity (42), and inhibition of post-labeling trypsin activity by thermal deactivation to
prevent oxygen back-exchange in 10-labeled samples (47, 48). To overcome the described
potential issues and eliminate protein quantitation errors, we carried out both forward and
reverse 160/180 labeling in parallel for the same pair of control and TiO, nanoparticle
treated mouse lymph node proteomes. The quantitative proteomic approach employing this
labeling strategy is illustrated in Figure 1. The protein samples of lymph nodes from the
control and TiO, nanoparticle treated mice were firstly digested with trypsin and desalted.
Fifty micrograms of peptides from the TiO, nanoparticle treated mouse lymph nodes were
labeled with 180 and mixed in equal amounts with 180-labeled control sample to form the
forward labeling mixture as defined here. In reverse labeling, the control sample was 180-
labeled while the treated sample was 160-labeled. The resulting two mixtures were
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individually separated using SCX liquid chromatography into 31 fractions, and each SCX
fraction was analyzed by nanoflow RPLC-MS/MS.

Careful examination of MS data from both forward and reverse labeled samples suggest
that 180 labeling for a vast majority of peptides was generally complete and no obvious
oxygen back-exchange was observed during the experiment. Although a systematic
evaluation has not been done on the factors that might contribute to oxygen back-exchange,
the samples were handled in a way to minimize if not eliminate this problem. Even when
samples were kept at 5 °C for 2 days in the HPLC sample tray, there was no obvious oxygen
back-exchange observed (data not shown). An example illustrating 180 labeling efficiencies
in both forward and reverse approaches is shown in Figure 2. Three and four pairs of
relatively abundant MS peaks with LC elution time of approximately 25 min and 38 min,
respectively, were detected in the defined mass ranges from a fraction of forward 180-
labeled sample as shown in Figure 2A and 2B. The corresponding peaks of the same
peptides from the reverse labeling are shown in Figure 2C and 2D, respectively. For these
peptide pairs, the abundance ratios of 180/180 are generally 1:1, showing no significant
changes in expression. A careful comparison of the 180-labeled (heavy) peptides (the TiO,
nanoparticle treatment) at m/z 754.3986, 790.4017 and 817.8959 with their 160-countparts
(light, the control) reveals that these 180-peptides are 8.4%, 15.5% and 15.7% higher in
abundance, respectively (Figure 2A). In the reverse labeling, the same peptides from the
TiO, nanoparticle treated sample are 160-labeled. As shown in Figure 2C, the 180-labeled
peptides at m/z 752.3961, 788.3993 and 815.8936 are 7.2%, 18.3%, 6.6% more abundant
than the 180-countparts. Similar results are observed for the peaks in Figure 2B and 2D.

To examine the overall efficiency of forward and reverse 180 labeling and compare the
quantitation variance at the whole proteome level, statistical distribution was plotted for the
7030 common unique peptides (Figure 4) identified and quantified from both forward and
reverse 180 labeling experiments. A normal distribution was obtained in terms of the
number of unique peptides plotted within binned log, ratio for both labeling approaches
(Figure 3A). These distributions were quite similar, indicating 180 labeling was highly
reproducible. Nonlinear regression analyses indicated that both datasets had similar
coefficients of determination (R2=0.9823 for forward labeling, and R2=0.9856 for reverse
labeling). The standard deviation (o) of the two datasets was close as well with the values of
0.2676 for forward labeling and 0.2761 for reverse labeling. The standard deviation values
were back-calculated to an approximate ratio of 1.2 for both labeling approaches. It should
be noted that the real abundance change in the peptide ratio datasets were implied in the
calculated abundance ratio, the actual standard deviation owing to incomplete 180 labeling
would be less. The above analyses indicate that a vast majority of the peptides have a ratio
of or close to 1:1, as illustrated in Figure 3A as well. The results from this study are similar
to or better than some previously published large-scale 180 labeling datasets (49).

Since forward and reverse 180 labeling approaches were employed in this study, another
way to evaluate the overall labeling efficiency is to calculate the quantitation variance
between forward and reverse labeling analyses for the same peptides. Theoretically, the
coefficient of variation (CV, %) of the abundance ratios of the same peptide from forward
and reverse 180 labeling should be zero if the labeling is complete, i.e., the peptide has
exactly the same ratio. Calculation of CV for the 7030 common unique peptides (Figure 4)
quantified from both forward and reverse 180 labeling experiments revealed that
approximately 37%, 22%, and 13% of the peptides had CVs of <10%, 10-20%, and 20-30%,
respectively (Figure 3B). Therefore, a total of 72% of the peptides had CV values less than
30%. Nonetheless, it should be pointed out that the actual number could be more than 72%
since the ratio variance between forward and reverse labeling was originated not only from
incomplete labeling but also from other factors such as errors in peptide peak integration,
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etc. Taken together, these data suggest that the overall 180 labeling efficiency in this study
is high at the proteome level and consistent quantitation can be achieved between forward
and reverse 180 labeling. For a limited number of peptides with incomplete labeling, the
abundance ratios of the same peptide from forward and reverse labeling are inconsistent. By
comparing the quantitative data from forward and reverse labeling approaches, quantitation
error resulted from incomplete labeling can be eliminated, thus confident results can be
obtained.

3.2. Quantitative proteomic analysis of mouse lymph nodes upon DeGussa P25 TiO,
nanoparticle treatment

To identify protein expression alterations in mouse lymph nodes associated with DeGussa
P25 TiO, nanoparticle treatment, both forward and reverse trypsin-catalyzed 180-labelings
were employed as described previously to achieve reliable and confident protein
quantitation. A total of 25,069 and 23,144 peptides, corresponding to 9,332 and 9,345
unique peptide sequences regardless of 160/180 labeling, were identified and quantified
from forward and reverse labeling experiments respectively using the Xcorr criteria defined
in the methods and p<0.01 (Figure 4). The false discovery rate (FDR) was estimated to be
<0.1% at the peptide level for these peptide datasets as a result of a reversed protein
sequence database search. Approximately 75% of these unique peptides overlapped between
forward and reverse labeling experiments. From these indentified peptides, a total of 2,809
and 2,818 proteins were identified and quantified from the forward and reverse labeling,
respectively, with 2,390 proteins identified commonly (i.e., ~85% overlap) from these two
labeling approaches (Figure 4).

An evaluation of quantitation errors and statistic analysis was performed for the
identification of reliable protein expression changes as a result of TiO, nanoparticle
treatment. The CV (%) of the abundance ratio was calculated for each protein with multiple
identifications. The average CV of all the proteins with multiple 1Ds within each of the two
labeling experiments was approximately 30%. In addition, Student's t-test was performed for
each protein with multiple peptide identifications to examine whether the protein abundance
change as a result of TiO, nanoparticle treatment was statistically significant or not as
compared to the control. By using p<0.05 from this t-test, proteins with single peptide
identifications or with high quantitative standard deviation were excluded from further
consideration. Based on the CV data and application of the t-test, we set 1.3-fold protein
abundance changes (the abundance ratio of treatment to control was >1.3 or <0.77) with
statistical significance p<0.05 to define differentially expressed proteins, which must also be
consistently observed from both forward and reverse labeling experiments. As a result, 19
lymph node proteins were up-regulated and 14 were down-regulated in the mice treated with
TiO, nanoparticles compared to control animals. The quantitative data along with
subcellular localization of these significantly changed proteins are summarized in Table 1.
The detailed peptide identification information such as individual peptide fold change,
Xcorr, DeltaCn and so forth were listed in Supplementary Table 1.

For the peptides from the 33 differentially expressed proteins, almost half of them (49%) are
methionine (Met)-containing peptides or the peptides with missed cleavage sites. Jorge et al.
discussed that peptides containing missed cleavage sites or oxidized Met residues do not
reliably reflect correct protein concentrations (49); however, Bonzon-Kulichenko et al.
argued that partial digestions and Met oxidation do not affect protein quantification and that
variances at the scan, peptide, and protein levels are stable and reproducible(50). The results
from this experiment are in agreement with Bonzon-Kulichenko's observation in that a vast
majority of the peptides containing Met residues or from partial digestion had consistent fold
changes between the forward and reverse 180 labeling experiments and the abundance
changes of these peptides were in agreement with other regular peptides within the same
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protein. Approximately 4% of Met-containing or partially digested peptides had inconsistent
fold changes between the forward and reverse 180 labeling analyses. The results from this
study along with those from other laboratories suggest that quantification reliability of Met-
containing or partially digested peptides depends on the experimental procedures and
conditions used for sample preparation.

Among the differentially expressed proteins, most of them are cytoplasmic and nuclear
proteins while there are only three secreted and two plasma membrane proteins. Biological
function annotation indicates that most altered proteins are involved in immune response
(e.g., inflammation) and antimicrobial activity, lipid and fatty acid metabolism, mMRNA
processing, and nucleosome assembly. Proteins associated with immune response and
antimicrobial activity include protein S100-A8, S100-A9, chitinase-3-like protein 3, amine
oxidase, cathelin-related antimicrobial peptide, and lactotransferrin. These proteins were
down-regulated upon TiO», nanoparticle treatment except for amine oxidase. Another class
of down-regulated proteins are related to mRNA processing (e.g., splicing), encompassing
cleavage and polyadenylation specificity factor subunit 6 (CPSF6), Luc7-like protein 3,
proline- and glutamine-rich splicing factor, serine/arginine-rich splicing factors 2 and 3,
splicing factor U2AF 65 kDa subunit, and probable ATP-dependent RNA helicase DDX46.
As an example, Figure 5A shows an MS/MS spectrum of the 180-labeled peptide
DYM*DTLPPTVGDDVGK from protein CPSF6. The MS spectra of 1860/180-labled
peptide pairs indicate that the abundance ratios are consistent between the forward
(180/160=0.63) and reverse (160/180=0.70) labeling (Figure 5B), suggesting protein CPSF6
was down-regulated in the mouse lymph nodes due to DeGussa P25 TiO, nanoparticle
treatment. In contrast, proteins associated with lipid and fatty acid metabolism were up-
regulated, which include perilipin-1, monoglyceride lipase, enoyl-CoA hydratase, medium-
chain specific acyl-CoA dehydrogenase, ATP-citrate synthase, acetyl-Coenzyme A
carboxylase beta, pyruvate carboxylase, and adipocyte fatty acid-binding protein. Four of
them are mitochondrial proteins. In addition, histone H1, H2A, H2B and H4, which are
responsible for nucleosome assembly, were up-regulated.

3.3. Pathway and network analysis of differentially expressed proteins

The 33 differentially expressed proteins (Table 1) were subjected to molecular network
analysis by MetaCore program (GeneGo, Inc, St Joseph, MI) using the shortest paths
algorithm (maximum 2 steps in the path for interaction) and pre-filters as lymphocyte and M
musculus. Figure 6 shows the most significant network resolved, which includes 15
differentially expressed proteins and the 10 proteins in the MetaCore database. One of the
main hubs in the network is the ESR1 (estrogen receptor) whose transcriptional activity is
regulated by multiple signaling pathways (thick cyan lines) (51). Lactoferrin is the only
differentially expressed protein interacting directly with ESR1. Another hub is c-Myc, which
directly interacts with 5 differentially expressed proteins (ACADM, HMGB1, IP-30, PSF,
and PYC). Interestingly, PPARYy is a hub that mainly connects up-regulated proteins (A-
FABP, Perilipin, and PYC) involved in lipid metabolism except for SFRS3. It has been
reported that U2AF-65 physically interacts with CPSF6 and increases its activity (52). Our
results indicated that both U2AF-65 and CPSF6 were down-regulated after TiO,
nanoparticle treatment. It is also worth noting that calgranulin A and B interact with each
other and increase their activities in normal circumstances (53), but this study showed that
they were down-regulated. An analysis of this network revealed that the top five biological
processes involved by those differentially expressed proteins are cellular responses to
stimulus, stress, organic substance, multi-organism process and chemical stimulus (Table 2).
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4. Discussion

In this study, 2390 proteins were commonly identified and quantified from forward and
reverse trypsin-catalyzed 160/180 labelings of the proteins extracted from the control and
TiO, nanoparticle-treated mouse lymph nodes, using combined SCX fractionation and
nanoflow LC-MS/MS experiments. Compared to early studies employing two-dimensional
gel electrophoresis (2-DE) combined with mass spectrometry (54-58), protein coverage for
mouse lymph nodes was significantly increased in this study.

The TiO, nanoparticle employed here is DeGussa P25. The average particle size is ~28 nm
and the specific surface area is ~51 m2/g. Early studies showed that nanoparticles traffic to
the draining lymph nodes in a size-dependent manner, where micron-sized particles required
dendritic cells to transport them from the injection site to lymph nodes. In contrast, small
nanoparticles (20-200 nm) and virus-like particles (30 nm) were transported to lymph nodes
through free drainage, and it would take two or more hours for nanoparticles of 30 nm or
less to travel to lymph nodes (59). The migrated nanoparticles could remain in the lymph
nodes for days. A recent study of organic nanoparticles and inorganic/organic hybrid
nanoparticles also reported the rapid transportation of nanoparticles with hydrodynamic
diameter (HD) less than 34 nm and a noncationic surface charge from the lung to
mediastinal lymph nodes (60). In order to determine the impact of the TiO, nanoparticles on
the lymph node proteome, we selected the 24 hr time-point to allow sufficient time for them
to be to present in the lymph nodes.

In previous in vivo studies using a high dose of TiO, nanoparticles, liver DNA cleavage
(27), genotoxicity (28) and spleen injury (29) were found. Trouiller et al. (28) discovered
DeGussa P25 TiO, nanoparticles induced 8-hydroxy-2'-deoxyguanosine, gamma-H2AX
foci, micronuclei, and DNA deletions after treating mice daily with in their drinking water
containing DeGussa P25 TiO, nanoparticles up to 0.6 mg/mL for 5 days (100 mg/kg body
weight daily). Li et al. (27) found intraperitoneal injection of anatase TiO, nanoparticles (~
5 nm) at a daily dose of 150 mg/kg body weight for 14 days could cause liver DNA cleavage
and hepatocyte apoptosis in mice. Li et al. (29) also found spleen injuries after the same
high dose treatment of mice for 45 days. In comparison, our study introduced DeGussa P25
TiO, nanoparticles into mice at a low dose (~0.2 mg/kg body weight) through intradermal
injection and their effects were evaluated after 24 hours. The low dose TiO, nanoparticle
treatment allows the early assessment of protein expression changes in the mouse lymph
nodes exposed to TiO, nanoparticles before the apparent pathological damages are
observed. Results from this study indicate this treatment affected only 33 proteins (up- or
down-regulated using a filter of >1.3 fold and p<0.05), which occupied only ~1% of the
total number of proteins quantified. This subset of proteins could represent early response
proteins to the perturbation with exogenous TiO, nanoparticles.

A set of proteins associated with the immune response and antimicrobial activity were
down-regulated (i.e., CAMP, LTF, SO0A8, SO0A9, and CHI3L3) except for amine oxidase
(AOC3) which was up-regulated as a result of TiO, nanoparticle treatment. Network
analysis indicated that ESR1 interacts with lactotransferrin (LTF) (Figure 6), an important
iron-binding protein that declined about three folds. Lactotransferrin (i.e., lactoferrin) is
present in milk and other body secretary fluids with an antimicrobial activity. In the non-
specific immune system, lactoferrin performs multiple functions such as iron homeostasis
regulation, host defense against microbial infections, anti-inflammation activity, regulation
of cellular growth and differentiation, and protection against cancer development and
metastasis. Studies have suggested that nuclear hormone receptor ESR1 can bind the LTF
promoter and activate its expression (51). However ESR1 was not identified directly in this
experiment. Related proteins in the identified network are calgranulin A (S100A8) and B
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(S100A9). Both proteins participate in the inflammatory amphoterin signaling network.
Calgranulin A and B proteins are two Ca2*-binding proteins of the S100 family. The two
proteins can form a heterodimer and leukocyte L1 antigen complex, present in the serum and
interstitial fluid in several infectious and/or inflammatory disorders, and may play an
important role in leukocyte trafficking (53). Calgranulin A/B dimer was reported to be
membrane-associated and present in acute inflammation but absent in chronic inflammation
(61). Down-regulation of calgranulin A and B and other immune responsive proteins after
TiO, nanoparticle treatment may suggest potential early signs of low level/chronic
inflammation or the immediate immune response of lymph nodes at the molecular level as a
result of low dose treatment.

A class of lipid and fatty acid metabolism-related proteins was up-regulated as described
early. Protein network analysis indicated that PPARYy is one of the major hubs in the
significantly altered network. PPARYy protein, albeit not identified and quantified, is a
regulator of adipocyte differentiation. The genes activated by PPARy stimulate lipid uptake
and adipogenesis by adipocytes (62). In the identified network (Figure 6), downstream
proteins of PPARYy include lipid droplet-associated protein perilipin-1, adipocyte-type fatty
acid-binding protein (A-FABP) and pyruvate carboxylase (PYC). These proteins are
associated with lipid/fatty acid metabolism and were all up-regulated upon TiO,
nanoparticle treatment. PPARYy also interacts with serine/arginine-rich splicing factor 3
(SFRS3) gene promoter but the binding effect was not clear (63). However, SFRS3 is
associated with c-Myc as well. It may be related to mRNA processing. In our study, SFRS3
was down-regulated upon TiO, nanoparticles treatment. Up-regulated lipid metabolism
proteins that are directly or indirectly associated with c-Myc include PYC, medium-chain
specific acyl-CoA dehydrogenase (ACADM) and ATP-citrate synthase (ACLY). Currently,
it is not clear what effects of up-regulation of lipid metabolism proteins are on the functions
of mouse lymph nodes, and further studies are needed.

TiO, nanoparticle treatment also resulted in expression changes of other groups of proteins
such as MRNA processing proteins and histone isoforms. Seven proteins associated with
MRNA processing/splicing (i.e., CPSF6, DDX46, SFPQ, SRSF2, SRSF3, and U2AF-65)
were down-regulated in TiO5 nanoparticle-treated mice. There are more than one hundred
fifty proteins involved in mRNA processing. Down-regulation of seven of them may not
suggest the slowdown of MRNA processing. Likewise, transcription factor c-Myc is
believed to regulate the expression of ~15% of all the genes including those involved in cell
division, cell growth, and apoptosis (64). In this study, however, only a few proteins whose
abundance changed because of treatment were identified to be regulated by c-Myc and these
proteins are mainly related to mRNA processing or lipid metabolism although c-Myc is one
of the major hubs in the significantly altered protein network. Interestingly, histone isoforms
H1, H2A, H2B and H4 were up-regulated upon TiO, nanoparticle treatment. However,
histone H3 was identified with only one unique peptide from the forward 180-labeled
sample, and the abundance change was less than 1.3-fold. Since the TiO, nanoparticle
treatment was in low doses and analysis was conducted at an early time point, the
differentially expressed proteins identified in the current experiment could represent early
response proteins to this type of perturbation. With extended treatment with a low dose of
this nanoparticle, further protein alterations could be observed or, conversely, the lymph
nodes might adapt. When high doses of TiO, nanoparticles are employed for relative long
time (days to weeks) treatment, more proteins might be expected to be changed in
expression and be more apparently associated with pathological changes as observed in the
previous studies (27-29).
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5. Conclusions

Alterations in protein expression levels in mouse lymph nodes in response to low dose and
short treatment time with DeGussa P25 TiO, nanoparticles were analyzed using trypsin-
catalyzed 160/180 labeling in conjunction with two-dimensional LC separation and tandem
mass spectrometry. Forward and reverse 160/180 labeling resulted in quantification of 2809
and 2818 proteins, respectively, with a total of 2390 proteins commonly quantified from
both labeling approaches. While 180 labeling was generally complete, more confident
quantification could be achieved by comparing the consistency of protein abundance ratios
of forward and reverse 160/180 labeling. A total of 19 lymph node proteins were up-
regulated and 14 were down-regulated over 1.3 fold with p<0.05, in the mice treated with
TiO, nanoparticles. This accounted for approximately 1% (33 proteins) of the total proteins
identified from mouse lymph nodes. Biological function annotation indicates that the
abundance changed proteins mainly involve in immune response (e.g., inflammation) and
antimicrobial activity, lipid and fatty acid metabolism, mMRNA processing, and nucleosome
assembly. Protein network analysis indicates that the main regulators of protein expression
could be estrogen receptor (ESR1), PPARY, and c-Myc signalings. The differentially
expressed proteins identified in this experiment could represent early response proteins to
TiO, nanoparticle treatment in mouse lymph nodes although their functions need to be
further explored in relation to this type of perturbation.
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Figure 1.

Schematic flowcharts of forward and reverse trypsin-catalyzed 160/180 labeling combined
with SCX fractionation and LC-MS/MS for comparative analysis of proteome changes in
lymph nodes from DeGussa P25 TiO, nanoparticle-treated vs control mice.
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Figure 2.

MS spectra showing complete trypin-catalyzed 180 labeling. Three and four major pairs of
peptides at LC elution time of approximately 25 min (A) and 38 min (B), respectively, were
detected in the defined mass ranges from a fraction of forward 180-labeled sample. The
corresponding peaks of the same peptides from the reverse labeling are shown in C and D,
respectively.
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Figure 3.

A) Normal distribution of the 7030 common unique peptides quantified from both forward
and reverse 180 labeling experiments within binned base 2 logarithms of peptide abundance
ratios. An average ratio was calculated if a peptide was identified and quantified multiple
times. B) Plot of relative number of peptides (%) versus binned coefficient of variation (CV)
of abundance ratios for the 7030 common unique peptides quantified from both forward and
reverse 180 labeling experiments. The CV of a peptide was calculated for its ratios obtained
from forward and reverse 180 labeling analyses, indicating the ratio variance between
forward and reverse labeling.
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Figure 4.

Venn diagrams showing the number of unique peptides (left) and proteins (right) as well as
their overlaps identified from forward and reverse trypsin-catalyzed 160/180 labeling
analyses.
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Figure 5.

Identification and quantitative comparison of the peptide DYM*DTLPPTVGDDVGK from
cleavage and polyadenylation specificity factor subunit 6 (CPSF6). (A) MS/MS spectrum of
the 180-labeled version of this peptide. (B) MS spectra of the doubly charged peptide pairs
showing the relative abundance of this peptide as a result of forward (left) and reverse
(right) 180-labeling. Consistent abundance ratios between the forward (180/260=0.63) and
reverse (160/180=0.70) labeling indicate down-regulation of CPSF6 in the mouse lymph
nodes due to DeGussa P25 TiO, nanoparticle treatment. * indicates the oxidized methionine
residue in the peptide.
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Unspecified

Protein interaction network of differentially expressed lymph node proteins between the
DeGussa P25 TiO, nanoparticles treated and the control mice. Network analysis was

performed using the MetaCore program via the shortest paths algorithm for all the 33

differentially expressed proteins. As a result, 15 proteins were included in this map. The
lines between the gene (protein) symbols show different effects between up- and down-
streams: inhibition (pink lines), activation (green lines), unspecified (grey lines) and
fragments of canonical pathways (thick cyan lines). Up-regulated proteins are marked with

red circles and down-regulated with blue circles.
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