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Abstract

Proteomics (systematic analysis of proteins for their identities, quantities and functions) has recently
become an important field of modern sciences in the post-genomic era. It has been widely used to address
many biological and medical problems. Applications of proteomics will ultimately lead to: 1) better
understanding of biology and physiology of normal cells, tissues or organs; 2) unraveling the complexity of
pathogenic mechanisms and pathophysiology of diseases; 3) identification of novel biomarkers and new
therapeutic targets; and finally 4) drug and vaccine discovery. This project has applied proteomics to
investigate common diseases in Thailand including kidney stone disease, diabetes mellitus, thalassemia and
lupus nephritis in humans, as well as yellowhead disease in shrimps. The data and knowledge obtained from
this project may lead to better understanding, proper management, and effective prevention of these common
diseases. In addition, this project has initiated collaborative efforts and networking among scientists and
clinicians in Thailand who are interested in proteomics. Moreover, this project/network has generated a

number of young Thai scientists who are skillful in proteomic analysis.

Keywords

1) Proteomics 2) Proteins 3) Disease mechanisms 4) Biomarkers 5) Kidney stone 6) Diabetes

7) Thalassemia 8) Lupus 9) Yellowhead disease
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3. anwddnuaziinnaslym

After the completion of the Human Genome Project, there was an immediate flooding of human
genome information obtained from the high-throughput genomic approach. This big leap has led to the
development and/or improvement of several biotechnologies to utilize the genomic information to explain
biology and (patho)physiology of cells, tissue or organs during normal and abnormal (diseased) states. One
of such post-genomic studies is proteomics, which can simultaneously examine a large number (or a set) of
proteins encoded by the genome (proteome). Proteomics has been recently defined as “the systemic analysis
of proteins for their identity, quantity and function”. With its high-throughput capability and other advantages
that overcome limitations in conventional methods, proteomics has become one of the most powerful tools for
biomedical research. The ultimate goals of a classical proteomics study include: 1) better understanding of
biology and physiology of normal cells, tissues or organs; 2) unraveling the complexity of pathogenic
mechanisms and pathophysiology of diseases; 3) identification of novel biomarkers and new therapeutic
targets; and finally 4) drug and vaccine discovery. This project applied proteomics to investigate common
diseases in Thailand including kidney stone disease, diabetes mellitus, thalassemia and lupus nephritis in
humans, as well as yellowhead disease in shrimps that causes a remarkable loss of production and export

value for our country.

4. aqilszasanan
4.1. To establish a proteomics network in Thailand.
4.2. To apply proteomic technologies to the study of common diseases in Thailand including kidney
stone disease, diabetes mellitus, thalassemia and lupus nephritis in humans, as well as yellowhead
disease in shrimps.

4.3. To offer training opportunities on proteomic analysis for PhD and MSc students.

5. Tassnstan

5.1. Proteomic analysis of changes in mitochondrial proteome in distal renal tubular cells induced
by COM crystal adhesion

(PI: Dr. Visith Thongboonkerd)

Specific Aim(s):

- To examine alterations in mitochondrial proteome in renal tubular cells induced by CaOx crystal

adhesion.
5.2. Proteomic identification of COM crystal-binding proteins on apical membranes of distal renal
tubular cells

(PI: Dr. Visith Thongboonkerd)

Specific Aim(s):

- To globally identify COM crystal-binding proteins on apical membranes of distal renal tubular cells.
5.3. Characterizations of secretome from distal renal tubular cells and its COM-crystal binding
components

(PI: Dr. Somchai Chutipongtanate)



5.4.

Specific Aim(s):
- To globally identify secretome from distal renal tubular cells and its COM-crystal binding
components.

Insights into preventive mechanisms of green tea extract against oxalate-induced renal fibrosis:

a proteomics approach

5.5.

(PI: Dr. Rattiyaporn Kanlaya)

Specific Aim(s):

- To characterize changes in distal renal tubular cells induced by oxalate that could be reversible by
green tea catechin treatment.

Evaluation of altered proteome in macrophages in response to basolateral secretion of renal

tubular epithelial cells treated with COM crystals

5.6.

(PI: Sakdithep Chaiyarit)

Specific Aim(s):

- To define altered proteome profile of monocytes and macrophages in response to basolateral
secretion of COM crystal treated renal tubular epithelial cells.

Proteomic analysis of Trimethoprim/Sulfamethoxazole-resistance Escherichia coli isolated

from kidney stone

5.7.

(PI: Dr. Ratree Tavichakorntrakool & Dr. Vitoon Prasongwatana)

Specific Aim(s):

- To identify differentially expressed proteins in Trimethoprim/Sulfamethoxazole-resistance vs.
Trimethoprim/Sulfamethoxazole-susceptible Escherichia coli isolated from kidney stone.

Biology of interactions between natural killer (NK) cells and dendritic cells in the pathogenesis

of atherosclerosis in diabetes

5.8.

5.9.

(PI: Dr. Jarupa Soongsathitanon)

Specific Aim(s):

- To determine alterations of dendritic cell and NK cellular proteomes in high glucose environment.
Proteomics of lupus nephritis: A biomarker validation project

(PI: Dr. Yingyos Avihingsanon & Dr. Nattiya Hirankarn)

Specific Aim(s):

- To validate selected biomarkers in a well-designed clinical trial. The selected proteins discovered
from our previous study will be validated in an independent set of samples. There will be two groups
of patients including responders and non-responders to the treatment. All these patients were from a
randomized-controlled multi-center clinical trial in Thailand.

- To define a protein map of filtered plasma from severe lupus patients. A preliminary protocol will be

developed from 2-D PAGE followed by MS/MS approach.
Changes in plasma proteome of B-thalassemialeE patients treated with anti-oxidant cocktail

(PI: Dr. Ruchaneekorn Kalpravidh & Dr. Chatchawan Srisawat)
Specific Aim(s):



- To identify altered plasma proteins in B-thalassemia/HbE patients after anti-oxidant cocktail

treatment.

5.10. Development of 2-D Blue Native PAGE for protein interaction analysis in viral infected shrimp

hemocytes

(PI: Dr. Chartchai Krittanai)
Specific Aim(s):

- To develop 2-D Blue Native PAGE for an analysis of protein interaction in shrimp semi-granular

cells during yellowhead disease.

6. a‘gﬂmm‘sﬁnﬁumu’“sﬁ'ﬂ‘lmwiazaha 6 LB WAADAIZLZIANAIINIT 3 T

Period | Research activities Outputs
Month | - Clinical sample collection and preparation. - Kidney stones, urine, and blood were collected
1-6 - Cultivation of various cells. from patients.

- Cell intervention/treatment. - Various cells were maintained and ready for

- Isolation of apical membranes. subsequent experiments.

- Isolation of mitochondria. - The cells were treated with various conditions
for subsequent analyses.

- Apical membranes were successfully isolated
from the cells.
- Mitochondria were successfully isolated from
the cells.
Month | - Validation of the experimental models. - Various experimental models were successfully
7-12 - Isolation of E. coli from kidney stones. validated and ready for proteomic analysis.

- TMP/SMX susceptibility test. - E. coli isolates were identified and ready for

- 2-D PAGE. subsequent tests.

- Spot matching and intensity analysis. - TMP/SMX susceptibility was complete.

- Preparation and submission of 1-2 - Some 2-D gel images were obtained and

manuscripts. analyzed.

- First annual meeting. - Spot matching and intensity analysis were done
on some samples or entirely in a couple of
subprojects.

- A number of manuscripts were submitted and

published in international journals with Impact

Factor.

- The first annual meeting was organized.
Month | - 2-D PAGE (cont.). - More 2-D gel images were obtained and
13-18 - Spot matching and intensity analysis (cont.). analyzed.




- Optimization of 2-D Blue Native PAGE.
- Mass spectrometric analyses.
- Preparation and submission of 1-2 more

manuscripts.

- Spot matching and intensity analysis were done
on more samples or entirely in more subprojects.
- 2-D Blue Native PAGE was tried.

- Some protein spots/bands were successfully
identified.

- A number of manuscripts were submitted and

published in international journals with Impact

Factor.
Month | - 2-D PAGE (cont.). - All 2-D gel images were obtained and analyzed.
19-24 - Spot matching and intensity analysis (cont.). - Spot matching and intensity analysis were done
- Optimization of 2-D Blue Native PAGE (cont.). | on all samples and entirely in all subprojects.
- Mass spectrometric analyses (cont.). - 2-D Blue Native PAGE were optimized.
- Validation of proteomic data by Western blot - More protein spots/bands were successfully
analysis or ELISA. identified.
- Preparation and submission of 1-3 more - Some proteomic data were successfully
manuscripts. confirmed by Western blot analysis or ELISA.
- Second annual meeting. - A number of manuscripts were submitted and
published in international journals with Impact
Factor.
- The second annual meeting was organized.
Month | - Mass spectrometric analyses (cont.). - More protein spots/bands were successfully
25-30 - Validation of proteomic data by Western blot identified.
analysis or ELISA (cont.). - More proteomic data were successfully
- Analysis of protein interactions or networks confirmed by Western blot analysis or ELISA.
based on the identified proteins. - Networks of protein interactions based on the
- Preparation and submission of 1-3 more identified proteins were obtained.
manuscripts. - A number of manuscripts were submitted and
published in international journals with Impact
Factor.
Month | - Validation of urinary biomarker candidates in - Urinary biomarkers for LN were validated.
31-36 LN patients in a large number of independent - All the data were summarized.

samples.

- Summary of all data.

- Preparation and submission of 2-4 more
manuscripts

- Third annual meeting

- A number of manuscripts were submitted and
published in international journals with Impact
Factor.

- The third annual meeting was organized.




7. HAHAA/MAANS (Output/Outcome) N laa1nlasans

7.1. Publications

A total of 30 research articles and 1 book chapter were published in high-impact international

journals/book after the completion of the project. These include:
- 5 articles in Journal of Proteome Research (2011 IF = 5.113) (2012 IF = 5.056) (2013 IF = 5.001)
- 4 articles in Journal of Proteomics (2011 IF = 4.878) (2012 IF = 4.088) (2013 IF = 3.929)
- 3 articles in Proteomics Clinical Applications (2011 IF = 1.970) (2012 IF = 2.926)
- 2 articles in Molecular BioSystems (2011 IF = 3.534) (2012 IF = 3.350)
- 2 articles in Talanta (2012 IF = 3.498)

- 2 articles in Biochemical and Biophysical Research Communications (2011 IF = 2.484) (2012 IF =
2.406)

-1
-1
-1

-1

article in Scientific Reports (2013 IF = 5.078)

article in Clinical Science (2013 IF = 4.859)

article in Nephrology Dialysis Transplantation (2012 IF = 3.371)

article in European Journal of Clinical Investigation (2012 IF = 3.365)
article in Journal of Biological Inorganic Chemistry (2013 IF = 3.164)
article in Clinical Chemistry and Laboratory Medicine (2012 IF = 3.009)
article in European Journal of Pharmacology (2012 IF = 2.592)

article in World Journal of Gastroenterology (2013 IF = 2.433)

article in Annals of Hematology (2013 IF = 2.396)

article in Microbial Pathogenesis (2011 IF = 1.938)

article in Monoclonal Antibodies in Immunodiagnosis and Immunotherapy (2013 IF = 0.244)
article in Journal of Analytical Science and Technology (ﬁ'dvl,&iﬁ IF)

chapter in an international book series, Contributions to Nephrology

7.2. Proteomics Network in Thailand

This project is a great opportunity to create a proteomics network in Thailand. This network has

been joined by several scientists and clinicians, as well as their associates and students who are

interested in proteome science. This network offers collaboration, consultation and discussion on trouble

shootings in proteomics to enhance the rapid progress of proteomics in Thailand. In practical, this

network has regular activities, at least as an annual meeting, as part of the annual meeting of the Protein

Society of Thailand.

7.3. International Proteomics Networks

7.3.1. Human Kidney and Urine Proteome Project (HKUPP), Human Proteome Organisation

(HUPO)

HKUPP is an international collaborative network officially approved by the HUPO as one of its

initiatives. The mission of HKUPP is to encourage and facilitate applications of proteomics to better

understand renal (patho)physiology and to define urinary biomarkers for kidney diseases and related



disorders. Dr. Visith is a key member of HKUPP responsible for several projects, especially
determination of standards and guidelines for kidney and urine proteome analyses.
7.3.2. European Network for Kidney and Urine Proteomics (EuroKUP)

EuroKUP has been established after HKUPP and focuses its activities within European
countries. From approximately 50 participating Pls from almost all European countries, Dr. Visith is
one among four members from outside Europe and has joined many EuroKUP projects. He is also
responsible for determination of standards and guidelines for kidney and urine proteome analyses.
7.3.3. Institute of Biological Chemistry and Genomic Research Center, Academia Sinica, Taipei,

Taiwan (Prof. Shui-Tein Chen, PhD)

With a long-term collaboration, Prof. Chen is one of the key members in our network that are
always helpful. Not only us, Prof. Chen has collaborated with many Thai scientists from various
institutions.

7.3.4. Department of Medicine I, Charles University Medical School, Pilsen, Czech Republic
7.3.5. The University of Hong Kong, Hong Kong

7.3.6. Mosaiques Diagnostics and Therapeutics AG, Hannover, Germany

7.3.7. Nephrology and Rheumatology UMG, Georg-August University Goettingen, Germany
7.3.8. Biomedical Research Foundation Academy of Athens, Greece

7.3.9. Institute of Nephrology, Niigata University Graduate School of Medical and Dental

Sciences, Niigata, Japan
7.3.10. Institut National de la Santé et de la Recherche Médicale (INSERM), U858, Toulouse,

France and Université Toulouse lll Paul-Sabatier, Institut de Médecine Moléculaire de

Rangueil, Equipe n°5, IFR150, Toulouse, France
7.3.11. University of Alabama at Birmingham, Birmingham, Alabama, USA

7.4. Training

This study has offered training opportunities on proteomic analysis for a total of 2 post-docs, 7
research associates, 11 PhD students, and 8 MSc students. For all of the students, their thesis works
were related to disease proteomics. They have obtained basic knowledge of methodologies in
quantitative and qualitative proteomics and biochemical techniques to examine pathogenic mechanisms
of diseases. Specifically, they are able to perform cell culture, cellular fractionation, sample preparation
for proteomic analysis, 2-D PAGE, spot matching, quantitative intensity analysis, protein identification by
mass spectrometry, and 1-D/2-D Western blotting. These knowledge and skills will make them be able to
perform other proteomic studies independently. These really are opportunities to make this new

biotechnology more widely used and applied in other areas with a high efficacy.



DKWY

1. Materials and Instruments
- MDCK (Madin-Darbin Canine Kidney) cells, which represent renal tubular epithelial cells of distal
nephron, human monocytes (U937), and macrophage cells (PMA-activated U937 cells)
- Permeable polycarbonate membrane inserts
- Scanning electron microscope
- Transmission electron microscope
- Flow cytometer
- Laser scanning confocal/fluorescence microscope
- 2-D PAGE apparati
- Typhoon laser scanner
- 2-D image analysis software

- Q-TOF mass spectrometer

2. Common Methods for All Subprojects

2.1. Protein extraction

For cellular proteome analysis, the cells were harvested and washed three times with PBS. Cell
pellets were resuspended in a 2-D lysis buffer containing 7 M urea, 2 M thiourea, 4% 3-[(3-
cholamidopropyl) dimethyl-ammonio]-1-propanesulfonate (CHAPS), 120 mM dithiothreitol (DTT), 2%
ampholytes (pH 3-10) and 40 mM Tris-HCI, and further incubated at 4°C for 30 min. Unsolubilized nuclei,
cell debris, and particulate matters were removed by centrifugation at 12,000 rpm for 2 min. Protein
concentrations were determined using the Bradford method.

For urine and secretome analysis, proteins in the urine and culture supernatants were subjected to
precipitation using organic solvents. The recovered pellets were then resuspended in 2-D lysis buffer as

aforementioned. Protein concentrations were determined using the Bradford method.

2.2. 2-D PAGE

Immobilized pH gradient (IPG) strips, nonlinear pH 3-10 (GE Healthcare), were rehydrated overnight
with 100-200 ug proteins using rehydration buffer containing 8 M urea, 2% CHAPS, 0.01 M DTT, 2%
ampholytes and bromophenol blue. The first dimensional separation (IEF) were then performed in Ettan
IPGphor Il Isoelectric Focusing Unit (GE Healthcare) at 20°C, using stepwise mode to reach 9,083
volt.hours. After completion of the IEF, the samples were equilibrated with a buffer containing 6 M urea,
130 mM DTT, 30% glycerol, 112 mM Tris base, 4% sodium dodecyl sulfate (SDS), 0.002% bromophenol
blue and acetic acid, and then with another buffer containing 6 M urea, 135 mM iodoacetamide, 30%
glycerol, 112 mM Tris base, 4% SDS, 0.002% bromophenol blue and acetic acid. The focused IPG strips
were then transferred onto 12% acrylamide slab gel and the second dimensional separation was

performed in Hoefer miniVE system (GE Healthcare) with the current of 20 pA/gel for 1.5 h. The resolved
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protein spots were then visualized by Coomassie Brilliant Blue or fluorescence dyes and 2-D gel images

were captured by Typhoon laser scanner (GE Healthcare).

2.3. Quantitative intensity analysis

Image Master 2D Platinum (GE Healthcare) software was used for matching and analysis of protein
spots on gels. A reference gel was created from an artificial gel combining all of the spots presenting in
different gels into one image. The intensity volume in pixel unit (or summation of optical densities of each
spot), which represented protein concentration or the amount of protein per spot, was used for
quantification. Average mode of background subtraction was performed to normalize the intensity volume
of each spot for the compatibility of intensity units across different gels. The reference gel was then used

for determination of existence and difference of protein expression among different gels.

2.4. Statistical analysis

Unless indicated otherwise, there were at least 5 gels derived from 5 individual samples per each
group for comparative proteomic analysis. Although several proteins were examined simultaneously,
each protein spot was analyzed individually to define “differential protein expression”. Our hypothesis was
not to define that expression levels of all proteins were different among each individual sample but we
wished to examine whether there was (were) any protein(s) that was (were) differentially expressed
between the two different groups. Unpaired t-test was performed to determine differences in intensity
volume of each corresponding spot between two groups of samples, whereas ANOVA with multiple
comparisons was performed for comparative analysis among three or more groups. P values less than

0.05 were considered statistically significant.

2.5. Mass spectrometry
Proteins spots (from 2-D gels) or bands (from 1-D gels) were identified by quadrupole time-of-flight

(Q-TOF) mass spectrometry (MS) and/or tandem MS (MS/MS) analyses. Briefly, the proteins were

trypsinized and then premixed 1:1 with the matrix solution containing 5 mg/ml Ol-cyano-4-
hydroxycinnamic acid (CHCA) in 50% ACN, 0.1% (v/v) TFA and 2% (w/v) ammonium citrate and
deposited onto the 96-well MALDI target plate. The samples were analyzed by the Q-TOF UltimaTM mass
spectrometer (Micromass; Manchester, UK), which was fully automated with predefined probe motion
pattern and the peak intensity threshold for switching over from MS survey scanning to MS/MS, and from
one MS/MS to another. Within each sample well, parent ions that met the predefined criteria (any peak
within the m/z 800 — 3,000 range with intensity above 10 count + include/exclude list) were selected for
CID MS/MS using argon as the collision gas and a mass dependent £ 5 V rolling collision energy until
the end of the probe pattern was reached. The MS and MS/MS data were extracted and outputted as
the searchable .txt and .pkl files, respectively, for independent searches using the MASCOT search
engine (http://www.matrixscience.com), assuming that peptides were monoisotopic. Fixed modification

was carbamidomethylation at cysteine residues, whereas variable modification was oxidation at
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methionine residues. Only one missed trypsin cleavage was allowed, and peptide mass tolerances of

100 and 50 ppm were allowed for peptide mass fingerprinting and MS/MS ions search, respectively.

2.6. Western blot analysis

A total of 10-30 pg proteins extracted from each sample were resolved by SDS-PAGE at 150 V for
approximately 2 h using SE260 mini-Vertical Electrophoresis Unit (GE Healthcare). After the completion
of SDS-PAGE, proteins were transferred onto a nitrocellulose membrane and non-specific bindings were
blocked with 5% milk in PBS for 1 h. The membrane was then incubated with primary antibody at 4°C
overnight. After washing, the membrane was further incubated respective secondary antibody conjugated
with horseradish peroxidase at room temperature (RT) for 1 h. Reactive protein bands were then

visualized by a chemiluminescence substrate and autoradiography.

3. Specific Methods for Individual Subprojects

3.1. Subproject #1: Proteomic analysis of changes in mitochondrial proteome in distal renal tubular

cells induced by COM crystal adhesion

3.1.1. Cell culture and binding of CaOx crystals to renal tubular epithelial cells

MDCK cells were cultivated with complete Eagle’s minimum essential medium (MEM)
containing 10% fetal bovine serum (FBS), 1.2% penicillinG/ streptomycin and 2 mM glutamine in 75
cm” tissue culture flask. The cultured cells were maintained in a humidified incubator at 37°C with
5% CO, in presence or absence of COM crystals in culture medium (100 pg crystals/ml culture
medium). The cells were incubated for a further 48 h and then harvested.
3.1.2. Mitochondrial isolation

Mitochondria were isolated from MDCK cells by subcellular fractionation. Briefly, the harvested
cells were resuspended with ice-cold homogenized buffer (HB) (0.25 M sucrose, 1 mM EDTA, 10
mM HEPES; pH 7.5). The cell suspension was then disrupted. After disruption, the homogenate was
centrifuged at 1,000 g for 10 min. The supernatant was collected and further centrifuged at 20,000 g
for 25 min. The pellet was resuspended with fresh isolation buffer (HB without EDTA) and
centrifuged at 20,000 g for 25 min. Purity of the isolated mitochondria was confirmed by Janus
Green B staining, Western analysis and transmission electron microscopy.

The isolated mitochondria from COM-treated versus controlled cells were subjected to

comparative proteomic analysis as detailed in Section 2.

3.2. Subproject #2: Proteomic identification of COM crystal-binding proteins on apical membranes

of distal renal tubular cells
3.2.1. Cultivation of polarized renal tubular epithelial cells
MDCK cells were seeded at a density of 5-7.5 x 10" cells/ml on permeable polycarbonate
membrane (0.4 mm pore size) and cultivated for 4 days. The cells were grown in MEM
supplemented with 10% FBS, 1.2% penicillinG/streptomycin and 2 mM L-glutamine. The cultured

cells were maintained in humidified incubator at 37°C with 5% CO,. The medium was changed every
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other day. The polarization of renal tubular epithelial cells was confirmed by confocal microscopic
examination to evaluate expression of Na'/K -ATPase and Z01, which represented basolateral
membrane and tight junction, respectively. The expression of these three markers was examined to
confirm the polarization.
3.2.2. Isolation of apical membranes and COM crystal binding

Confluent polarized MDCK cells on the permeable polycarbonate membrane insert were
rinsed twice with ice-cold PBS and then harvested. The cells were washed again with ice-cold PBS
and the cell pellet (collected using centrifugation at 2,500 rpm for 5 min) was resuspended in a
buffer containing 250 mM sucrose, 12 mM Tris-HCI and 5 mM EDTA (pH 7.4). The cells were then
lyzed by sonication and MgCl, was added to a final concentration of 12 mM. After incubation on ice
for 10 min, the resuspension was centrifuged at 2,000 g for 15 min and the supernatant was further
centrifuged at 21,000 g for 30 min. The resulting pellet was resuspended in a buffer containing 125
mM sucrose, 6 mM Tris-HCI and 2.5 mM EDTA (pH 7.4). MgCl, was added to a final concentration
of 12 mM and these isolation methods based on differential centrifugal steps were repeated one
more cycle. The purified apical membrane pellet was finally resuspended in a buffer containing 50
mM NaCl and 10 mM Tri-HCI (pH 7.4) and saved at -70°C until use.

3.2.3. Binding of CaOx crystals to apical membrane proteins and subsequent dissociation

The purified apical membranes were solubilized in 20 mM n-octyl-B-D-glucopyranoside. After
removal of debris, COM crystals were added to the protein solution and the mixture was then
incubated overnight at 4°C with a continuous rocker. The crystal-proteins complexes were isolated
using centrifugation at 5,000 g for 10 min. The pellet was washed twice with ice-cold PBS and the
adhered proteins were dissociated from crystals by adding 0.5 M EDTA (pH 8.0) with an overnight
incubation at 4°C.

The resulting proteins were subjected to SDS-PAGE and mass spectrometric analysis as

detailed in Section 2.5.

3.3. Subproject #3: Characterizations of secretome from distal renal tubular cells and its COM-

crystal binding components

MDCK cells were cultivated with MEM supplemented with 10% FBS, 1.2% penicillinG/ streptomycin
and 2 mM glutamine in 75 cm2 tissue culture flask. The cultured cells were maintained in a humidified
incubator at 37°C with 5% CO, until confluent. Culture supernatants were collected and subjected to
sample preparation as detailed in Section 2.1. The recovered proteins were resolved in SDS-PAGE and
identified by mass spectrometry. In a parallel experiment, culture supernatants were incubated with COM
crystals (1 mg crystals/ml supernatant) for 1 h. After several washes with PBS, the bound proteins were
eluted by a lysis buffer and subjected to SDS-PAGE and mass spectrometric analysis as detailed in

Section 2.5.
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3.4. Subproject #4: Insights into preventive mechanisms of green tea extract against oxalate-

induced renal fibrosis: a proteomics approach

MDCK cells were cultivated with MEM supplemented with 10% FBS, 1.2% penicillinG/ streptomycin
and 2 mM glutamine in 75 cm2 tissue culture flask. The cultured cells were maintained in a humidified
incubator at 37°C with 5% CO,. Thereafter, the cells were seeded into 6-well plate to reach 40%
confluency and were maintained in a growth medium for 24 h. Prior to treatment, cells were washed with
serum-free medium and then pretreated with 25 yM EGCG in maintenance medium for 1 h, followed by
500 uM sodium oxalate to complete 24-h incubation.

Cell morphology was observed under a phase contrast microscope (Olympus CKX41; Tokyo, Japan)
at the beginning and 24 h after treatment. For immunofluorescence study, the cells were stained with
vimentin, cytokeratin, ZO-1 and F-actin. Briefly, cells were washed once with PBS and then fixed with
3.7% formaldehyde/PBS at RT for 10 min and permeabilized with 1% triton x-100/PBS at RT for 10 min.
After washing step, the cells were incubated with appropriated primary antibody at 37°C for 1 h. The
cells were extensively washed with PBS and incubated at RT for 1 h with respective secondary antibody
conjugated with Cy3 or other labels. After washing, images were captured under a fluorescence
microscope (Nikon; Tokyo, Japan).

Subsequently, cellular proteomes of the cells with or without EGCG pretreatment were subjected to

comparative proteomic analysis as detailed in Section 2.

3.5. Subproject #5: Evaluation of altered proteome in macrophages in response to basolateral

secretion of renal tubular epithelial cells treated with COM crystals

3.5.1. Cultivation of polarized renal tubular epithelial cells with and without COM crystals

Polarized MDCK cells were maintained as detailed in Section 3.2.1. These cells were treated
with or without COM crystals (100 pg crystals/ml culture medium) for 48 h. Culture supernatant in
the basolateral compartment was collected and used for treatment of macrophages.
3.5.2. Cultivation of macrophages

U937 cells (with a cell density of 1x10° cells/ml) were seeded in each 75 cm” tissue culture
flask and cultured in RPMI 1640 for 24 h. Then, the cells were maintained in 100 ng/ml phorbol 12-
myristate 13-acetate (PMA)-containing medium for 48 h. Thereafter, the culture medium was
replaced with RPMI 1640 fresh medium and the cells were further incubated for 48 h.
3.5.3. Treatment of macrophages

The resulting macrophages were treated with culture supernatant from basolateral
compartment obtained from the COM-treated cells for 6-14 h, whereas those exposed to the
basolateral supernatant obtained from the untreated cells served as the controls (See more details in
Section 3.5.1.).

The treated and controlled macrophages were subjected to comparative cellular proteome

analysis as detailed in Section 2.
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3.6. Subproject #6: Proteomic analysis of Trimethoprim/Sulfamethoxazole-resistance Escherichia

coli isolated from kidney stone

The proteomes of Escherichia coli isolated from kidney stone were studied. A total of 100 kidney
stone patients who were born and had been living in Northeastern Thailand were recruited. Kidney
stones were collected from the subjects within 12-h after surgical removal and stored at 4°C. All kidney
stones were identified for E. coli and tested for Trimetoprim/Sulfamethoxazole (TMP/SMX) susceptibility.
Stones were washed with sterile saline solution and crushed under aseptic condition. The resulting
powder were cultivated in blood and MacConkey agar and incubated overnight at 37°C. Identification of
E. coli isolates from kidney stone was done by colony morphology, Gram staining and standard
biochemical tests. All E. coli isolates were subjected to disc diffusion for TMP/SMX susceptibility on
Mueller-Hinton agar and incubated at 37°C.

Thereafter, the analyzed microbes were divided into two groups: TMP/SMX-susceptible and
TMP/SMX-resistance groups. Both groups of bacterial samples were subjected to comparative proteomic

analysis as detailed in Section 2.

3.7. Subproject #7: Biology of interactions between natural killer (NK) cells and dendritic cells in the

pathogenesis of atherosclerosis in diabetes

3.7.1. Co-cultivation of KG-1 and NK92 cells

KG-1 cells were co-cultivated with NK92 cells in the presence of normal physiologic glucose
or high glucose for 96 h in round-bottomed 96-well plates.
3.7.2. Determination of cell surface molecules

Flow cytometric analysis of surface molecules of KG-1 and NK92 cells were performed using
monoclonal antibodies specific to the maturation and activation markers, adhesion molecules and
chemokine receptors of DCs, activating and inhibitory receptors of NK cells.
3.7.3. Cytokine assay

To investigate the impact of DC on the cytokine production by NK cells and the influence of
NK cells on cytokine secretion by DC, KG-1 cells and NK92 cells were co-cultivated in 24-well plates
in the presence or absence of a separating porous membrane. Supernatants were collected and
concentrations of IFN-Y, IL-12 and IL-10 were determined using a commercial ELISA Kkit.
3.7.4. NK cell toxicity assay

After 96 h of co-cultivation, NK92 cells were separated from KG-1 cells and cytotoxic activity
of NK92 cells were analyzed against target cells K562. Percentages of dead K562 cells were
determined by flow cytometry.
3.7.5. Comparative proteomic analysis

This part was performed as detailed in Section 2.
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3.8. Subproject #8: Proteomics of lupus nephritis: A biomarker validation project

3.8.1. Criteria of active nephritis
Renal involvement was documented by having one of the following criteria:
(1) A total urinary protein level of more than 0.5 g/day.
(2) An increment of serum creatinine levels of more than 0.5 mg/dl during 1 month period of
follow-up.
(3) The presence of pyuria, hematuria, or urinary cast by microscopic examination.
3.8.2. Criteria of response to therapy
Therapeutic response was defined either by the improvement of pathological scores of activity
and chronicity based on repeated kidney biopsies, or by the following clinical criteria, including:
(1) Stabilization or improvement in renal function.
(2) Decrease in hematuria to less than 10 RBC per high-power field.
(3) Significant reduction in proteinuria (decrease to less than 3 g/day if baseline nephrotic
range, or less than 1 g/day if baseline non-nephrotic) for at least 3 months.
3.8.3. Criteria of a loss of renal function
A loss of renal function was determined by doubling of serum creatinine calculated from the
renal biopsy date or end-stage renal disease (ESRD). The criteria of ESRD include having a
calculated MDRD-GFR below 15 ml/min or initiation of renal replacement therapy (dialysis or
transplantation).
3.8.4. Urine collection and preparation
Mid-stream urine samples were collected from normal healthy individuals and LN patients
(inactive, active, response, and non-response). The sample was centrifuged at 1,000 g, 4°C for 5
min to clear debris. The supernatant was stored at -80°C until further protein isolation procedures as
detailed in Section 2.1. Comparative proteomic analysis was performed as detailed in Section 2.
Potential biomarkers were validated by ELISA or other immunological methods in a large number of
prospective urine samples.
3.8.5. Blood collection and preparation
Peripheral blood samples (10 ml) were collected in EDTA tubes and then centrifuged within
30 min at 1,500 g and RT for 10 min. The supernatant was collected and transferred into 15-ml
tubes. For platelet removal, plasma samples were centrifuged at 2,500 g and RT for 15 min. The
resulting supernatants were transferred into 1.5-ml microtubes on ice and kept at -80°C until use.
For protein precipitation, 750 pl of 100% ethanol was added into 150 pl plasma samples and mixed.
The mixtures were incubated on ice for 10 min and then centrifuged at 12,000 rpm for 10 min. The
pellets were saved and then dissolved with a lysis buffer. Protein concentration of each sample was

measured by spectrophotometry using the Bradford method.
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3.9. Subproject #9: Changes in plasma proteome of B-thalassemia/HbE patients treated with anti-

oxidant cocktail

3.9.1. Subject screening

Subjects were recruited from the project “Effect of antioxidant cocktail in B-thalassemia/HbE
patients”, which was extended to this study. The subjects were divided into 2 groups:

(1) Patients who received daily dose of vitamin E 400 IU, N-acetylcysteine 200 mg, and
deferiprone 50 mg/kg (n=10)
(2) Patients who received daily dose of curcuminoids 500 mg, N-acetylcysteine 200 mg, and
deferiprone 50 mg/kg (n=10)

3.9.2. Inclusion criteria

Hb typing is BO/+BE with age between 18-50 years, Hb level at steady state 6-9 g/dL, non-
splenectomized, no blood transfusion or iron chelation within 3 months before recruitment, and WHO
performance status grade 0-2. All subjects had signed the informed consent.
3.9.3. Exclusion criteria

Pregnancy or lactation, administration of other drugs (except only for folic acid) within 30 days
before recruitment, and presence of any severe diseases.
3.9.4. Blood collection and preparation

At the beginning of the study, fasting peripheral blood was collected in EDTA-coated tube and
centrifuged at 1,500 g and 4°C for 10 min. The separated plasma was re-centrifuged at 3,000 g and
4°C for 10 min to obtain platelet-poor plasma for proteomic study. Platelet-poor plasma was
aliquoted and kept at -80°C until used. All patients received anti-oxidant cocktail daily for 12 months.
Platelet-poor plasma for proteomics study was prepared at baseline (0), 6, and 12 months after the
treatment. The high-abundant proteins in plasma were eliminated using optimized technique
including ultracentrifugation or affinity chromatography. The remaining low-abundant protein fractions
were dialyzed, freeze-dried, rehydrated, and measured for protein concentrations using the Bradford
method.

Comparative proteomic analysis was performed as detailed in Section 2.

3.10. Subproject #10: Development of 2-D Blue Native PAGE for protein interaction analysis in viral

infected shrimp hemocytes

3.10.1. Sample preparation

Shrimp hemolymph was collected from 25-30 g SPF P. monodon rearing in artificial sea water.
The total hemocytes in AC-1 anti-coagulant were loaded in Percoll gradient centrifugation to obtain
the purified population for each hemocytic cell types. The isolated semi-granular cells were
confirmed under microscopic examination and then subjected to protein extraction in lysis buffer,
protein clean-up by precipitation and determination for protein concentration. Samples were collected
from SPF shrimps in the controlled and disease groups, which were injected by buffer and purified

Yellow Head Virus (YHV), respectively.
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3.10.2. 2-D Blue Native PAGE

Optimization of buffers and lysis systems were required to obtain the suitable solubility and
stabilization of the extracted hemocytic protein complexes. Various combinations of specific
detergents such as digitonin and dodecylmaltoside were used and tested for optimal quantity and
quality of protein samples in 1-D Blue Native PAGE. Once the condition was obtained, the extracted
protein complexes were analyzed further by 2-D Blue Native PAGE. The first dimensional separation
was done in a non-denaturing condition to keep protein complexes soluble and stabilized. The
second separation was performed using a denaturing SDS-PAGE condition. Protein samples were
examined in comparison between those extracted from controlled and from YHYV infected cells. A
series of time course for YHV infection was also investigated to monitor differential changes in their
proteomic profiles as well as the changes in protein interaction patterns. Protein spots were stained
either by silver staining method or by Colloidal Coomassie Blue to visualize the protein spots and

mark for spot excision.
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2. 1@382187298 (Networking)

21.

Proteomics Network in Thailand

This project is a great opportunity to create a proteomics network in Thailand. This network has

been joined by several scientists and clinicians, as well as their associates and students who are

interested in proteome science. This network offers collaboration, consultation and discussion on trouble

shootings in proteomics to enhance the rapid progress of proteomics in Thailand. In practical, this

network has regular activities, at least an annual meeting, as part of the annual meeting of the Protein

Society of Thailand.

2.2,

wingsumeludszmanfanuindanwindsaneenullsalaing

2.1.1. ADAUNNUARATAINTNLILIR VRIINLNRENAAR

2.1.2. AEANENFAIEAT NWINLRLNAAR

2.1.3. ATANUALNNIFIFAT VRAINLFLNAAR

2.1.4. ATZUWNEANEAT IWAINTAWMIINE AL

2.1.5. ACUANEAEAST NANINENALTTTNAEAS

2.1.6. AUCUNNUAEAST NAINENALVDWLAK

2.1.7. ASUNNEAEAS NANINENALAIUATUNTI L@l

2.1.8. AULUANEAEAS N InenasLdesln

2.1.9. AMUNARANITUNNE WA INREVDWLA

2.1.10. amﬂ'u%ﬁwmmamﬂmaqa WRINLRLURAR

2.1.11. sonUudlun svnnunamiInomaasuasinalulaiuismad (ne.)
2.1.12. gudufiamInasdmdiingnemaainaniaineifensisouunysmnis
NRIINLABURAR

2.1.13. quﬁ?ﬁmﬁ’mmﬁaﬁﬁm VAINLRLUAAR

International Proteomics Networks
2.2.1. Human Kidney and Urine Proteome Project (HKUPP), Human Proteome Organisation

(HUPO)

HKUPP is an international collaborative network officially approved by the HUPO as one of its
initiatives. The mission of HKUPP is to encourage and facilitate applications of proteomics to better
understand renal (patho)physiology and to define urinary biomarkers for kidney diseases and related
disorders. Dr. Visith is a key member of HKUPP responsible for several projects, especially

determination of standards and guidelines for kidney and urine proteome analyses.
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2.2.2. European Network for Kidney and Urine Proteomics (EuroKUP)

EuroKUP has been established after HKUPP and focuses its activities within European
countries. From approximately 50 participating Pls from almost all European countries, Dr. Visith is
one among four members from outside Europe and has joined many EuroKUP projects. He is also
responsible for determination of standards and guidelines for kidney and urine proteome analyses.
2.2.3. Institute of Biological Chemistry and Genomic Research Center, Academia Sinica, Taipei,

Taiwan (Prof. Shui-Tein Chen, PhD)

With a long-term collaboration, Prof. Chen is one of the key members in our network that are
always helpful. Not only us, Prof. Chen has collaborated with many Thai scientists from various
institutions.

2.2.4. Department of Medicine I, Charles University Medical School, Pilsen, Czech Republic
2.2.5. The University of Hong Kong, Hong Kong

2.2.6. Mosaiques Diagnostics and Therapeutics AG, Hannover, Germany

2.2.7. Nephrology and Rheumatology UMG, Georg-August University Goettingen, Germany
2.2.8. Biomedical Research Foundation Academy of Athens, Greece

2.2.9. Institute of Nephrology, Niigata University Graduate School of Medical and Dental

Sciences, Niigata, Japan
2.2.10.Institut National de la Santé et de la Recherche Médicale (INSERM), U858, Toulouse,

France and Université Toulouse lll Paul-Sabatier, Institut de Médecine Moléculaire de

Rangueil, Equipe n°5, IFR150, Toulouse, France
2.2.11.University of Alabama at Birmingham, Birmingham, Alabama, USA

3. NMINAARNIIL WA (Training)

This study has offered training opportunities on proteomic analysis for a total of 2 post-docs, 7

research associates, 11 PhD students, and 8 MSc students. For all of the students, their thesis works were

related to disease proteomics. They have obtained basic knowledge of methodologies in quantitative and

qualitative proteomics and biochemical techniques to examine pathogenic mechanisms of diseases.

Specifically, they are able to perform cell culture, cellular fractionation, sample preparation for proteomic

analysis, 2-D PAGE, spot matching, quantitative intensity analysis, protein identification by mass spectrometry,

and 1-D/2-D Western blotting. These knowledge and skills will make them be able to perform other proteomic

studies independently. These really are opportunities to make this new biotechnology more widely used and

applied in other areas with a high efficacy.

4. el Igdslomitlunidoni e Bea1s13me KIaLBIwlauIe
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5. ngnssuidg lwnsdssgandagszaurauazssauwIwIz@

5.1. 9 IEBNITINTILAUMIWITG

Sep 19-23, 2010

Title:

In:
By:
Jun 21-23, 2011

Title:

In:

By:
Nov 15-17, 2011

Title:

In:

By:
April 6-8, 2012

Title:

In:

By:

May 5-7, 2012

Title:

In:

By:

Thongboonkerd V

“Proteomics for the Investigation of Host Responses in Dengue Virus
Infection”

HUPO 9th Annual World Congress, Sydney, AUSTRALIA

Human Proteome Organisation (HUPO)

Thongboonkerd V

“Plasma proteome for early diagnosis of sepsis”

9th Annual ISF Colloquium on: The Systems Biology of Sepsis, Genomics
and Beyond, Rockefeller University, New York, USA

International Sepsis Forum (ISF)

Thongboonkerd V

“Proteomics in dengue virus infection”

International Symposium on Analytical Science and Technology, Daejeon,
KOREA

Korea Basic Science Institute (KBSI)

Thongboonkerd V

“Proteomics in PD”

5th Asian Chapter Meeting of International Society for Peritoneal Dialysis
(ISPD) 2011, Pattaya, THAILAND

The International Society for Peritoneal Dialysis (ISPD) and The
Nephrology Society of Thailand

Thongboonkerd V

“Applications of proteomics to kidney stone disease”

AOHUPO 6" Congress, Beijing, CHINA

Asia-Oceania Human Proteome Organisation (AOHUPO)
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LN, I NoIUYLIa

“Proteomics in Medicine”

Biomedical and Technological Sciences Seminar (BTS’s seminar)
AUSUANLAIFAT NAINLIRURIVABAIUNS

Wedtlizguadian t a9 2RI BUINUATH IR AR LN NBAEG S
UANINENBUFIVAUATUNS

13.00-15.00

LN, I NasyLia

“How to write an effective review article?”
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ATAZUNNBANAAT IWIRINTDWAINEAE

Wasilsegn 230/1 T4 2 NANTUNNENAITT ADELNN AR S WIaInTal
NRNINLRE

11.30-12.00

AN, A1) NasyLia

“How to write and get your work published (researcher view)?”
MIOUTULRaNAWIENATHENN NN RA ST M WLAZ N TUANS
(ulassnmssananssuiiie LRUNIZLNYIANITUINRULAINIZIRABUNET
dhagialulamaasusay 100 3 misassaa “wizdoumiazinén 2553
ATAZUANBFAEAT IWMINTDWAINERE

Wasilsegn 230/1 T4 2 NANTUNNINAITT AEULNNFERS IWIaInTak
NANINLIRE

13.00-16.00

AN, I NasyLia

“Medical proteomics: The new hope for disease diagnostics, therapeutics
and prevention”
mydszgiTmayingmaasuazinaluladuridszinalng Assn 36
sanauIngeaasutidszina insluwszusmydaud Siwnuame
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#a9 EH102 gudiinssansuaznmsdszgaluing nysinmy

14.00-17.00

A.WN. I nasyiia
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uaIoh 0. A1 2.uATUgY



LIAN:
9 FUINAN 2553

[

WA
Tu:
0l

FOUN:

1IN
17 SWINAN 2553

[

wIva:

Tu:

alag:
A
DN
LA
5 YA 2554
#ITB:
0l

FONUN:

LA

21 ynau 2554
wata:
Tu:
alaw:
FOu:
L8N

8 iunau 2554
wWata:
Tu:
alaw:
FOUA:
LN

7 W 8% 2554
waTa:

Tu:

0l

28

12.00-14.20

LN, ) naIUQLia

“EOHATWIUIS A Protein Markers ftigadasnivlyala”
maszgunisefiemnuiioliale
SunnunawInamaasuazinaluladuriama @ne.)

Waslszga 720 5% 7 01013 FINT. — l9F NIENTIFNEAT AUUNIETY
W0 NTINNY

9.35-11.00

AL.WN. I nasyiia

“Proteomics and Kidney Disease”

MU TUITINMIWIWITIA Mahidol — Kyoto Universities International
Symposium 2010

VINLRBURAR 39NN Kyoto University

westlszpuawnaol T 2 FNFENTUNT A UNNIMEASASTITNELA
11.55-12.20

AL, I NasyaLia

“wiTpsEINa INuNnSganuduTa ldanily

ATUCUNNUFNEAS NANINENALVDWLAK

Wodu33ENY 1 BNANTLASHNINENMIATARIAN T3 2 ABELANDANFAT
UAINGNREVAUUA

14.00-16.00

LN, ) NaIUQLia

“From Nephrologist To Scientist”
mysuuwlasmsnaaanasdunng uazonassriuaunnd assi 10
VNINEABUAAR

SmfiniunIudwLaT Winen Swiasay3

11.15-12.15

AN, I NasyLia

“Molecular Tools in Hematology”

miﬂs:“qu%mm‘sﬂi:ﬁ‘hﬁ sanaulafaurislszinelng asafi 39
gunanlaRaurstszind lne

Woaldnduaaaiy % 23 Tsausufumunsus unsaiad NTNNY
15.30-17.00

ALUW. I nasyiia

“Proteomics”

Srd Biochemistry and Molecular Biology “From Basic to Translational
Research for Better Life”
sananInmmaasutilszmanoluwszusmgUdug Sunuame

LWANDANRAS NAANENReTlna
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13.00-13.30

ALUN. I NasyIAA

“Medical Proteomics: A Primer”

UL BETNATINITINTERINA B UANANIATINID U W.a. 2554 JA1Y
- 3101y — AT

ATAZUNNEAAAT IRINTDRIINGIRY ATUNNBARASTLIINEILIA
TUNTUR LAY AUSUNNUFEASAINTNIILE WAIINLNAUNAAR
NANTBULRANAWINTY LT ULADT autilrzguduuiaiiiomainit 3ania
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8.00-12.15

AL.WW. I nasyiia

“Disease Proteomics”

muﬂiz"qu‘}’mrmi'smzwmﬂmmww HENEASENNFOLY WA 2554 WY
- U1y — AINT
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8.00-12.15

LN, ) NaIUYLAa

“Writing a manuscript: Review article vs. original article”

TasIM AN eI RAIUITIN IS URNTINENNRAITININUAZNTUNNE
(iadlualsma “Sudpamiasian WNTANTT 2554)

ATAZUNNBFAAAT IWMINTRIMINERE

Waatlszgu 230/1 % 2 PNPNIUNNENAILT ADUNNEEaS IMRINT
NAINENAL

13.00-15.30

AN, I NasyLia

‘madounanuisslilanla 1Snssciiamassmnsse’

Research Facilitating System

AU UALNNEARAS WA INRUNAAS

Waslszguanas 2 T3 5 AMTHALNNEAEAT AnINnsNfian
13.00-15.00

AL.WN. I nasyiia

“Proteomics: Applications in Nephrology”

New Frontiers in Nephrology

gunanlsalaunidszinalng

waslszguanas 2 T 139UI0L9NaNTYT DUUTTANALEN NFINHY
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09.00-10.00

LN, ) naIuQLia

“CRAIMALBNINNMRATILAL TG

Thai Science Camp ﬂ%ﬁl 4

sanauIneeaasutidszina insluwszusmgdaud

#adgLat aadMIARNSA M INENAAATWAITIA (2W2T.) NFINWY
14.00-17.00

LN, I NasyLia

From Expression Proteomics to Functional Study
matszgnimmyinemansuszinaluladuisiazinalng A%a7i 38
sanaNInmmaasuiilszmalnolunszusimgldug Swnvame
Tneneaas v inenaogeoslnd
guddszguuwnmaiduwamdoslnd dniadoaln

8.30-9.00

ALUN. I NasyIAA

Adsorption Therapy for ESRD: Large Urmic Toxins by Proteomics
Renal Diseases & Biotechnology for Blood Purification (RB2012)
wiholiala madmegimaas anzuwnpenaa’ s Ineauidosln
TwnurInaulsalaudsdszinalne
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LN, ) NaIUYLia
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WodLlazTu AU Snswalilod
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6. sﬂai'aﬁvlﬁ%'m:wi'm%'unudom’%umju"?ﬁ'ﬂ

6.1. Awards

6.2

2010

2010

2010

TWAS Prize for Young Scientists in Thailand

From: The Academy of Sciences for The Developing World (TWAS), which links to
UNESCO and the National Research Council of Thailand (NRCT)

Awardee: Visith Thongboonkerd

Outstanding Scientist Award

From: Foundation for the Promotion of Science and Technology under the Patronage of
His Majesty the King, Thailand

Awardee: Visith Thongboonkerd

Outstanding Researcher Award

From: National Research Council of Thailand (NRCT)

Awardee: Visith Thongboonkerd

2010, 11 & 12 Outstanding Staff Award

Honors

From: Faculty of Medicine Siriraj Hospital

Awardee: Visith Thongboonkerd

2010 - Present Invited to serve as a Senior Editor of Proteomics Clinical Applications

(2011 IF = 1.970)

2011 - 2015 Invited to serve as an Associate Editor of Journal of Proteome Research

(2011 IF = 5.113)

2013 - Present Elected to serve as a HUPO (Human Proteome Organisation) Council Member

A total of 3-consecutive 3-year terms (2007-2009, 2010-2012, 2013-2015)

Editorial Board: Proteomics (2011 IF = 4.505)

Expert Review of Proteomics (2011 IF = 3.685)

Proteome Science (2011 IF = 2.328)

Proteomics Insights

International Journal of Proteomics

Genome Medicine

The Open Spectroscopy Journal

Biomarkers in Medicine (2011 IF = 2.630)

Biomarker Insights

International Journal of Nephrology and Renovascular Disease
International Journal of Artificial Organs (2011 IF = 1.861)
American Journal of Nephrology (2011 IF = 2.539)

Editorial Advisory Board: Clinical Science (2011 IF = 4.317)
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7.1.97978
2010  Merck Young Scientist Award (2nd Runner Up)
From: Merck Limited
Awardee: Rattiyaporn Kanlaya
2011 Outstanding Thesis Award
From: Faculty of Graduate Studies, Mahidol University
Awardee: Nilubon Singhto
2011 Outstanding Abstract Award
From: The Protein Society of Thailand
Awardee: Kitisak Sintiprungrat
2011 Outstanding Abstract Award
From: The Protein Society of Thailand
Awardee: Suneerat Hatairaktham
2011 Merck Young Scientist Award 2011 (Honorable Mention)
From: Merck KGaA
Awardee: Wararat Chiangjong
2011 el Juamsidy (RU) AfuanuiLan fNINLENFATIUNIN
From: Chulalongkorn University
Awardee: Yingyos Avihingsanon
2011 TWNIANAIHITBANN
From: Chulalongkorn University
Awardee: Nattiya Hirankarn
2011 TVIaRaNWIdBAAUIzaUlIaaTn
From: Faculty of Medicine Siriraj Hospital
Awardee: Chatchawan Srisawat
2012  Outstanding Thesis Award
From: Faculty of Graduate Studies, Mahidol University
Awardee: Sakdithep Chaiyarit
2012  AOHUPO2012 Young Scientist Travel Award
From: Asia-Oceania Human Proteome Organisation (AOHUPO)
Awardee: Nilubon Singhto
2012  Best Poster Award for New TRF Scholars
From: The Thailand Research Fund (During the TRF Annual Meeting)

Awardee: Ratree Tavichakorntrakool
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#msnlasanIIy

Biomarker Discovery in Lupus Nephritis: Omics approach

WASINY ENUNINUNANUINNRATLAZLNA L LR DA I @

UWARINT

At lasaniay
MFITUNHARRNLUUFRFDNLWAN LN ONAFOULTLRNTHAVDIAILIT
nfinwilglunsdamumssnmuazwensailsaladnisugla
LASINY AHZNIINNNTIBAFBUAITR (30.): LATer8IuNauan1L%
—_— q
UWANEFEasuAIl TN e (UResNet)

wninlasaniay

A Multicenter, Randomised, Double blind, Placebo-controlled, Proof of
concept study to evaluate efficacy and safety of treatment with
CNTO136 administed intravenously in subjects with active lupus
nephritis

L 89N Centocor Research and Development Inc.

UARINT

At lasania

A Multicenter, Randomised, Double blind, Placebo-controlled study to
evaluate efficacy and safety of treatement with subcutaneous
LY2127399 in subjects with SLE

LARIN Lilly Research Laboratories

LAY

i lasaniay

CRAD 001A2429

LA 89N Novartis Pharma

UARINT

wninlasInisise

M3 LS ANIIuEasUT L wzRdanusunuwsnua1z laluwi
wiu Adeuwaveslakiuluiioadaiia CD4 uazfilnafavesgile
TsaagL08d

WASINY ENNINUANWIINEFRATLAZLNA L4 LR D LAIT @

LAY

#ninlasInisiae

mitiulssaninwaeasenie dlaads LOUA-LaTT) juﬁ 2
(Postlaunch)

WASINY UI¥N Roche Diagnostics Uszineieasini

UWARINT

At lasansiay

Nanosecond Pulsed Electric Field (nsPEF) System for Pancreatic
Tumor Regression

WASIN LNNERIIANLTIUTEINA Ine Tuwssusunadansd

_— U
wninlasanIIay

Targeting aptamers specific to hepatocellular carcinoma
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LR41% Nanotec-Mahidol University Center of Excellence for Cancer
WARINY

Diagnosis and Treatment

i lasania

LASING ’ND.

WARINGY

i lasansiaw

LABING URANLIRNRAR

WARINY

wninlasanIw

WASINW NUWAWIANLATNIWANIYINIWIFBVaIaN T3 ulnd ana.
= q

i lasaniay
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—_— 9 a

i lasiniy

WASINW NUWAWIANSATNIUATYINWIFBVaIaNsgIulnd ana.
—_— 9 q

i lasaniy

LASINY NAINLIRUNAAR

WRARINY

At lasaniay

WASINW NUWAWIANLATNIWANIYINIWIFBVaIaN T uInd ana.
= q
wninlasanIIy

WARINY NRIINEREVDULAY

WARIN®

w1 laTInisiae

WARINW NUFILFINUNIFDTUIAL &07.

—_— 9 a

At lasaniy

LARINY NUFILFINUNITDTUIAL &07.

—_— 9 a

At lasaniaw

WABINW NUFILFINUNIFLTUIAL &07.

—_— a
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WANEANFASAIINTWEILR

(Co-investigator

LW EIEN ﬁ@]ﬂiﬁ‘w #NUNATINNTUA

?"j'a-wmaqa Sagnalasems anwnnilagiin
ALY qna b s ALY qna NNLIAA
13 lason1y 13
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L FLUW. Afsg nedymiia A |FDIUSIRIUNITIIY Anke Waninlasems | @ [§0usaEsunTINg ame
LANEFIEATASINTNELS WANEFEASAIINTNELNS
VNNINENABURAR NANINLRBURAR

. 37.93. 3THnT naaUANt 3. |[medndiedl auzunnpaaasdains fiulasins e, IMAINILAN AEUNNEMEasAI D
WEILNA UWIINBRBNRAAR (Co-investigator WELNA URIINLRUNANS

AW, Bone a3Remunr 3. |[medmanyimnaad ascunnemaad [iulasins A MAITANYITEAT AUNNDAAAT
INAINTANAINEAY (Co-investigator QRINTDNAINENAE

L IRATNY. WPFN ATymat | a. |71031198TInen anzunwnomand  [3ulasins A MAITRaTIINgT AnuNNaEas
INAINTANAINEAY (Co-investigator ARINTDNAINEN AL

C3euw. Nl dezaadiam e, |Madnded ancunnomaas f3mla3ens e, IMA3ded ancunnumaas
NAINLRBVD WU (Co-investigator NNV WU

. 3997, AT NE A 3. [anoufiineenaasluana fimlasanig 3. [EUuEInemaailuana
NINLRBURAA (Co-investigator NAINLRUNAAR

NALAT.UN. TTNRE ASRIEE We.  [madmdiedl anzunnomansdains fiwlasinis 9. [MAATIAT AUANNEMEASAINTD
WYL URIINIRBURAN (Co-investigator WELNR WRIINLABURAR

L UW.AT. FUTY TANIATIUA 8719138 | FONURILEINNNTIVG AU Fimlasins | 219038 [madnnannsmad aue
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VAIINLIRLURAAR

(RIfnEGaLlaNIZNG)

10.

@3. 3AGLNATL NAEN

FOURILFINNNTIVE AU
WANEANFASAIINTWEILR

VAN INLRLUAAR

;‘E:s"m‘[mami

(Co-investigator

4
219138

FOURILFINNNTIVE ATUS
LWNEAIFEAIAIINTWENLNR

VANINLRLUAAR

11.

ATNTY. 9130 FIFauur

4
2719138

MATTAINeNndeunu A

WANUANRASAIINTWLILIA

fimlaens

(Co-investigator

4
2719138

mﬂ%ﬁﬂmnﬁﬁﬁuﬁu CHIE

WANUARATAIINTNLILIA

WNINABURAR NANINLRDURAR

12. 93. 1103 MITINTANA 819138 |Amsinaiiansunne H3mlaens Ne.  possinadiansunneg
URINLREVD WL (Co-investigator NAINEREVD WL

13. @3. ANGALNW Vl“ﬁmm%{ - | FDBEILEINNNTIG AT Q”i'wimdmi - RDBEILEINNTIG AU
WANBANRASAITITNENLNS (Co-investigator WANEFEASAIINTNEILNS
NRNINLABURAR NANINLRBURAR

14. Dr. Janjira Thaipadungpanit - |EDUEIRINNNTITY Ak WNI98 - |emznamaasiuaian
WANEANRATAITITNELNS NRNINLRBURAR
NRNINLRBURAR

15. Dr. Juthatip Manissorn - | SDBEILEITUNNTIG AT WNI98 - |E0UEILEITNNNTING Atk
UNNEFNEATAITITWEILNR UNNEFFATAITITWELR
NAINLABURAA NAINLABURAA

16. Ms. Nilubon Singhto - | FDBEILEINNNTIG AU A4 eHERHEEY - |RDBEILEIUNTIVG AU -MasdAnwdaseay 1.
UNNEFNEATAITITWELR 1.In UNNEFNEATAITITWEILR Lan
NANINLIABURAR NANINLABURAR

17. Ms. Piyachat Roopngam - |EDBEIRINNNTINY Atk HT83d8zal | 019038 [auinafiansunng an1ineapag
WANBANRASAITITNELNE 1.In Wisu
NRNINLRBURAR

18. Ms. Wimonwon Komonsubin - | RWEIRINNTIG AT 3D zal - AT AN D
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UNNBANRATAIINTNENLIA 1l.In NINLRBURAA
VANINLRUNRAAR
19. Ms. Nutkridta Pongsakul ROTWEILEIUNTIVG AThS 130 zal FONWSEILRINNTIVE AT
UANEFRATAITITNILNA 1.In UANUFRATAITITNILNA
URINYIRBURAN URINYIRBDURAN
20. Ms. Kewalee Jaturongkakul FOTUEILEIUNTIVE AU A4 eHERHEET FONUEILEIUNTIVE AU
UANEFRATAITITNILNA 1.In UANEFRATAITITNILNA
NAINLIRBUAAA NAINLIRBUARAA
21. Ms. Teerada Homvises ROTBRILRINNTIVY AT A4 eHERHEEY FOTUEILEIUNTIVE AU
UNNEFEATAITITWEILR 1.In UNNEFEATAITITNELNR
NINLRBURAA NINLRBURAA
22. Ms. Patcharin Keawboonraung ROTWEILEIUNTIVG AT 13D zal AUSUANBFNEASITINEILATNNNTUA
UANEFEATAITITWELR a3 NINLRBURAA
NINLRBURAA
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Drug-induced nephrolithiasis contributes to 1-2% of the incidence of renal calculi. We examined whether
ceftriaxone at therapeutic doses could be crystallized in the urine and also explored its role in kidney
stone formation. Crystallization was induced by mixing ceftriaxone sodium at therapeutic urinary excre-
tion levels (0.5-4.0 mg/ml) to calcium chloride at physiologic urinary concentration (5 mM) in deionized
(dI) water or artificial urine (AU). The results showed that ceftriaxone was crystallized with free calcium
in dose- and time-dependent manner. These ceftriaxone/calcium crystals showed birefringence property
under polarized microscope. Individual crystals had needle-shape (5-100 um in length), whereas the
aggregated form had star-burst and irregular-plate shape (40-200 um in diameter) (note that the crystal
sizes were much larger than renal tubular lumens). Calcium-depletion assay revealed that crystallization
required free calcium as a substrate. In AU, crystallization remained although it was partially inhibited
when compared to that in dI water. Finally, these crystals could tightly adhere onto renal tubular cell sur-
face. Our data demonstrated that ceftriaxone at therapeutic levels could be crystallized with free calcium
in the urine under physiologic condition. We hypothesize that tubular occlusion and crystal-cell adhe-
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sion may play important role in pathogenic mechanisms of ceftriaxone-induced nephrolithiasis.

© 2011 Elsevier Inc. All rights reserved.

1. Introduction

Nephrolithiasis is an outcome of sophisticated events involving
numerous factors; e.g., supersaturation of inorganic salts, underly-
ing genetic/metabolic disorders, and defects in stone modulators
[1]. Medication has been considered as one of the pathogenic fac-
tors for nephrolithiasis [1,2]. Drug-associated nephrolithiasis con-
tributes to approximately 1-2% of the incidence of renal calculi
[2]. This drug adverse event most often affects patients who have
received high-dose and/or long-term treatment of some drugs with
lithogenic potential [2]. According to mechanisms of calculi forma-
tion, lithogenic drugs can be classified into two groups [2]. The first
group composes of drugs that induce metabolic abnormalities (e.g.,
hypercalciuria [3,4] hypocitraturia [5,6], hyperuricosuria [7] and
alteration of urine acidity [5,6]), which subsequently provoke for-
mation of metabolic calculi; e.g., calcium-containing stones and
uric acid nephrolithiasis [2]. Examples of drugs in the first group
include calcium/vitamin D supplement [3], furosemide [4],
carbonic anhydrase inhibitors [5], laxatives [6], and uricosuric
drugs [7]. The second group composes of drugs that can be crystal-
lized directly in the urine due to their high excretory levels and
poor solubility [8-11]. A number of drugs (e.g., triamterine [8],
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sulfonamides [9], indinavir [10], and silicate-containing drugs
[11]) belong to this group. It seems that the second group of litho-
genic drugs predominates and causes higher incidence of drug-
associated nephrolithiasis [2].

Recently, ceftriaxone (a third-generation cephalosporin with
broad-spectrum antibiotic activity) has been recognized as a
potentially lithogenic drug [12-14]. Intravenous administration
of ceftriaxone is widely used for treatment of microbial infections,
particularly organ infection and sepsis. Abnormal ceftriaxone crys-
tallization has been recently recognized as one of its side effects
[13-15]. Interestingly, these ceftriaxone-induced calculi can devel-
op within a short period after its administration. Two prospective
studies using renal ultrasonography have revealed that 1.4-7.8%
of patients had developed renal calculi within 7 days after the stan-
dard course of ceftriaxone therapy [13,14]. Although predisposing
factors of this drug complication remain unclear, patient’s age and
some congenital genitourinary anomalies may be involved in the
increasing risk of the calculi development [13,14,16]. Most patients
with ceftriaxone-associated calculi are asymptomatic [13,14];
however, a number of patients may have colicky pain, gross hema-
turia, anuria, and uremia [12,16-18].

Compositional analysis has revealed that the calculi obtained
from patients receiving ceftriaxone therapy compose mainly of cef-
triaxone compound [17], suggesting that the mechanism of calculi
formation is based on direct drug crystallization. Nonetheless,
unlike other lithogenic medications that are crystallized due to
their poor solubility, direct ceftriaxone crystallization has been
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thought to occur by interaction between ceftriaxone (anionic) and
free calcium (cationic) [12-14,16,17]. However, this hypothesis has
not yet been tested. Additionally, it remains unclear whether cef-
triaxone can be crystallized in the urine with its therapeutic uri-
nary excretion levels [19] and physiologic concentration of
urinary calcium. Moreover, the mechanisms leading to ceftriaxone
crystal retention in the kidney or urinary tract has not been previ-
ously elucidated.

The present study was therefore aimed to demonstrate direct
interaction between ceftriaxone and calcium. Crystallization of cef-
triaxone at therapeutic urinary excretion levels [19] together with
calcium at physiologic urinary concentration was first examined in
dI water and then evaluated under urinary environment simulated
by AU condition. Size and morphology of ceftriaxone crystals were
evaluated using phase-contrast and polarized microscopy. Cal-
cium-depletion assay was employed to validate the interacting
complex between ceftriaxone and calcium. Furthermore, crystal-
cell adhesion was also examined to better understand pathogenic
mechanisms of ceftriaxone-induced nephrolithiasis.

2. Materials and methods
2.1. Ceftriaxone crystallization

A previous pharmacokinetic study has demonstrated that
approximately 67% of administered ceftriaxone was excreted as un-
changed compound via renal clearance; thus, urinary excretion lev-
els of ceftriaxone are directly proportional to the administered dose
[19]. After intravenous administration of 0.5, 1.0, and 2.0 g ceftriax-
one (which are generally used in clinical practice) for 2 h, urinary
ceftriaxone levels were 0.53+0.30, 0.99+0.73, and
2.69 + 1.40 mg/ml, respectively [19]. Therefore, ceftriaxone concen-
trations of 0.5-4.0 mg/ml were used in our present study to repre-
sent therapeutic urinary excretion levels of ceftriaxone in patients.

Ceftriaxone stock solution was prepared by dissolving ceftriax-
one sodium powder (Rocephin®, Roche Pharmaceuticals Inc., NJ) in
dl water (18.2 MQ-cm) to the final concentration of 100 mg/ml
and kept at —20 °C until used. This stock solution has clear colorless
appearance without any precipitates or undissolved particles re-
mained. Ceftriaxone crystallization was performed in each well of
a 24-well polystyrene plate (with lid) (Corning Inc.; Corning, NY)
as follows. Various amounts of ceftriaxone stock solution were
added into dI water containing 5mM calcium chloride (CaCl,)
(equivalent to 5 mM free calcium, a physiologic urinary calcium
concentration) to make the final drug concentration of 0.5, 1.0, 2.0,
and 4.0 mg/ml. Each crystallized reaction was further incubated
for 2, 6,12, and 24 h at 25 °C. To investigate ceftriaxone crystalliza-
tion under urinary environment, AU formula (containing 5 mM
CaCl,, 200 mM urea, 4 mM creatinine, 5 mM Na3CgH50,-2H,0,
54 mM Nacl, 30 mM KCl, 15 mM NH,4CIl, 2 mM MgS04-7H,0, 9 mM
Na,SO4, pH 6.2) was used in stead of dI water during the crystalliza-
tion reaction. This AU formula is very similar (almost identical) to
the normal human urine considering physico-chemical properties
as concentrations of individual compositions are within their phys-
iologic ranges in the normal human urine [20]. In addition, this AU
formula excluded oxalate, phosphate, and uric acid to prevent un-
wanted crystallization of calcium oxalate, calcium phosphate, and
uric acid, respectively. All these experiments were done in triplicate
(independently). Ceftriaxone crystals and reaction supernatants
were further examined as follows.

2.2. Morphological evaluation of ceftriaxone crystals

Ceftriaxone crystal morphology was evaluated by phase-
contrast and polarized microscopic examinations. At 2, 6, 12, and

24 h after crystallization, each reaction well was evaluated for cef-
triaxone crystal size and morphology using Olympus CKX41 in-
verted phase-contrast microscope (Olympus Co. Ltd.; Tokyo,
Japan). In addition, to gain further information on birefringence
property, ceftriaxone crystals were also examined under crossed
polarized light, generating by two polarized filters of Nikon
ECLIPSE 80i microscope (Nikon Corp.; Tokyo, Japan).

2.3. Calcium-depletion assay

According to the hypothesis that the interaction between ceftri-
axone and calcium led to ceftriaxone crystallization, free calcium
ions in the solution would be depleted from the solution because
they were consumed into the crystal complex as a substrate. There-
fore, direct interaction between ceftriaxone and calcium could be
demonstrated by a novel calcium-depletion assay established re-
cently [21]. Briefly, the assay was performed by transferring 3 pl
supernatant from each sample well into 200 pl of Arsenazo III re-
agent (0.2 mM Arsenazo Ill in a buffer containing 75 mM imidazole,
pH 6.5) (BioSystems S.A.; Barcelona, Spain) in 96-well polystyrene
plate (Corning Inc.; Corning, NY). The samples were gently mixed
and then incubated for 5 min at 25 °C. The reaction intensity was
measured using Anthos HTII Microplate Reader (Anthos Labtec
Instruments; Salzburg, Austria) using a 4620 nm filter to measure
the color intensity, which reflected Alll-calcium reaction and level
of free calcium ions. All measurements were normalized by subtrac-
tion with the intensity background obtained from the blank Alll re-
agent (because the 620 nm light could be partially absorbed by Alll
reagent). The standard curve was generated by using CaCl, at the fol-
lowing concentrations: 0, 0.312, 0.625, 1.250, 2.500, and 5.000 mM.
The concentration of free calcium ions (Free Ca?") in each sample
well was calculated using the following equation:

(As20 — Constant of the standard curve)

24 _
Free Ca™ (mM) = Slope of the standard curve

Where Agpo Was the absorbance of the sample at /620 nm.
All these experiments were done in triplicate (three indepen-
dent experiments).

2.4. Renal tubular cell culture and crystal-cell adhesion

Approximately 1 x 10° Madin-Darby Canine Kidney (MDCK)
cells, which represent cells derived from distal nephron [22], were
inoculated in each well of a 24-well, polystyrene, disposable cell
culture cluster (with lid) (Corning Inc.) containing complete Eagle’s
minimum essential medium (MEM) (GIBCO, Invitrogen Corpora-
tion; Green Island, NY) supplemented with 10% fetal bovine serum
(FBS), 1.2% penicillinG/streptomycin, and 2 mM glutamine. The
cultured cells were maintained in a humidified incubator at 37 °C
with 5% CO, for 24 h. Thereafter, the culture medium in each well
was replaced with 1 ml of AU (containing compositions as afore-
mentioned) to simulate intraluminal urinary environment in vivo.
Various amounts of ceftriaxone stock solution were added into
each culture well to the final concentrations of 0.5, 1.0, 2.0, and
4.0 mg/ml, and the cells were then further incubated in a humidi-
fied incubator at 37 °C with 5% CO, for 2 h. Thereafter, the cells
were vigorously washed three times with isotonic phosphate buf-
fered saline (PBS) to remove non-adhered crystals before visualiza-
tion using an inverted phase-contrast microscope (Olympus Co.
Ltd.). All these experiments were done in triplicate (three indepen-
dent experiments).

2.5. Statistical analysis

All the quantitative data are reported as mean + SEM. Multiple
comparisons were performed using ANOVA with Tukey’s post
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hoc test (SPSS, version 11.5). P values < 0.05 were considered sta-
tistically significant.

3. Results
3.1. Ceftriaxone crystal morphology

Size and morphology of ceftriaxone crystals were revealed un-
der phase-contrast and crossed polarized light microscopes. Ceftri-
axone crystals were present as individual crystals and also as the
aggregates. Individual crystals had needle-shape with a size of
approximately 5-100 pm in length (Fig. 1; panel A). Under crossed
polarized light, the individual crystals showed birefringence prop-
erty. The aggregated crystals had two morphological patterns;
including star-burst (Fig. 1; panels B and C) and irregular-plate
shape (Fig. 1; panels D-F). Size of the aggregated crystals varied
in the range of 40-200 pm in diameter or length, which was much
larger than the individual crystals. Under crossed polarized light,
the aggregated crystals also exhibited birefringence property.

3.2. Factors determining degree of ceftriaxone crystallization

To determine whether ceftriaxone at therapeutic urinary excre-
tion levels could be crystallized together with physiologic urine le-
vel of free calcium, various concentrations of 0.5, 1.0, 2.0, and
4.0 mg/ml ceftriaxone were crystallized with 5 mM CaCl, in dlI
water. Fig. 2A demonstrates that these concentrations of ceftriax-
one could be crystallized with free calcium to form the aggregates
in the time- and dose-dependent manner. Both number and size of
crystals were directly proportional to drug concentration and incu-
bation time, consistent to the simple rule of chemical reaction.

Also, various concentrations of ceftriaxone were added into AU
containing 5 mM CaCl, to evaluate ceftriaxone crystallization un-
der human urine environment in vitro. Our present study selected
AU instead of fresh human urine as to reduce inter- and intra-indi-
vidual variability of urinary components. Additionally, in contrast
to the fresh human urine, this AU had no oxalate, phosphate and
uric acid; therefore, unwanted crystallization of calcium oxalate,
calcium phosphate and uric acid could be excluded from this study.

Fig. 2B demonstrates that ceftriaxone could be crystallized in the
AU environment, but with the less extent as compared to crystal-
lization in dI water (Fig. 2A). In AU, ceftriaxone crystals were ob-
served only with high doses (2.0 and 4.0 mg/ml), but number
and size of the crystals were fewer and smaller, respectively, as
compared to crystallization in dI water. These results implicated
that AU had some inhibitory effects against ceftriaxone
crystallization.

3.3. Ceftriaxone crystallization required free calcium as a substrate

Consumption of free calcium during crystallization was vali-
dated using a calcium-depletion assay. Fig. 3A demonstrates cal-
cium depletion after ceftriaxone crystallization in dI water.
Degree of calcium depletion was dose- and time-dependent. While
the lower doses (0.5 and 1.0 mg/ml) showed minimal degree of cal-
cium depletion, the higher doses (2.0 and 4.0 mg/ml) were accom-
panied with marked decrease in free calcium levels. At 24 h after
crystallization in dI water using 0.5, 1.0, 2.0, and 4.0 mg/ml ceftri-
axone, remaining levels of free calcium were 4.54+0.26,
3.63+0.13, 2.00 £ 0.10, and 0.10 £ 0.05 mM, respectively (signifi-
cantly reduced from the basal level of 5 mM). This data indicated
that ceftriaxone crystallization required free calcium as a
substrate.

Fig. 3B demonstrates calcium depletion after ceftriaxone crys-
tallization in AU. Degree of calcium depletion was dose- and
time-dependent. However, as expected, degree of calcium deple-
tion in AU was lower than that in dI water at all doses and time-
points. At the dose of 0.5 mg/ml, there was no calcium depletion
observed, whereas there was only minimal degree of calcium-
depletion observed at the dose of 1.0 mg/ml. However, calcium
depletion was more obvious using higher doses (2.0 and 4.0 mg/
ml) ceftriaxone. These data were consistent with the microscopic
findings shown in Fig. 2B. At 24 h after crystallization in AU using
0.5, 1.0, 2.0, and 4.0 mg/ml ceftriaxone, remaining levels of free cal-
cium were 4.90 + 0.15,4.13 £ 0.24,3.01 £ 0.14, and 1.60 + 0.11 mM,
respectively. These data also suggested that AU might have some
inhibitory effects against ceftriaxone crystallization.

Fig. 1. Ceftriaxone crystal morphology. Crystals were generated by mixing 2.0 mg/ml ceftriaxone with 5 mM CaCl, in dI water. After 2 h incubation, the crystals were
subjected to evaluation by phase-contrast and polarized microscopy. Individual crystals were present with needle shape (panel A), whereas the aggregated forms had star-
burst pattern (panels B and C) and irregular-plate shape (panels D-F). Original magnification = 400x for all panels.
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Fig. 2. Ceftriaxone crystallization with varying doses and incubation periods. Ceftriaxone at 0.5, 1.0, 2.0, and 4.0 mg/ml were mixed with 5 mM CaCl, in dI water (A) or AU (B).
The mixtures were then incubated for 2, 6, 12, and 24 h at 25 °C, and crystal images were taken by phase-contrast microscopy. Original magnification = 200x for all panels.

3.4. Ceftriaxone crystals tightly adhered onto MDCK cell surface

Crystal adhesion is considered as one of the most crucial path-
ogenic mechanisms of renal calculi because this cell-crystal inter-
action leads to crystal retention in the kidney [23]. Previously,
there was no evidence demonstrating that crystal adhesion plays
any roles in drug-associated nephrolithiasis. We thus examined
the interaction between ceftriaxone crystals and renal tubular
(MDCK) cells under simulated urine environment. Fig. 4 shows that
ceftriaxone/calcium crystals tightly adhered onto MDCK cell sur-
face as the crystals remained after vigorous washing, particularly
when higher doses (2.0 and 4.0 mg/ml) of ceftriaxone were used.
As this experiment was performed under the AU environment,
crystal adhesion was not obvious when lower doses (0.5-1.0 mg/

ml) were used, consistent with the inhibitory effects of AU on cef-
triaxone crystallization as also shown in Figs. 2B and 3B. Our data
suggested that adhesion of ceftriaxone crystals onto renal tubular
cell surface may promote crystal aggregation and crystal retention
in the kidney.

4. Discussion

It has been proposed that ceftriaxone-induced nephrolithiasis is
a result of direct interaction between ceftriaxone and free calcium
in the urine [12-14,16,17]. However, it was unclear in the past
whether ceftriaxone could be crystallized with calcium, particu-
larly under physiologic urinary condition. The results in our
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Fig. 3. Calcium-depletion assay. The consumption of free calcium during ceftriaxone crystallization was validated by calcium-depletion assay. Calcium depletion (which
reflected consumption of free calcium) was monitored in each crystallization reaction performed in dI water (A) or AU (B) (detailed in Section 2). Each data point was derived

from three independent experiments and the data are reported as mean + SEM.

present study clearly demonstrated that ceftriaxone at therapeutic
urinary excretion levels [19] could directly interact with free cal-
cium at physiologic urinary concentration to generate ceftriax-
one/calcium crystals. Several factors including drug concentration
and incubation time are very important for determining the degree
of ceftriaxone/calcium crystallization (Fig. 2A and B). According to
our data, ceftriaxone crystallization was dose- and time-dependent
reaction. Therefore, high-dose ceftriaxone administration (which
leads to increasing urinary ceftriaxone levels) and urinary stasis
by any causes (which leads to retention of ceftriaxone crystals in
urinary tract, allowing crystal growth and aggregation) may aggra-
vate ceftriaxone calculi formation.

Another interesting factor that may be involved in the patho-
genic mechanisms of ceftriaxone-induced nephrolithiasis is uri-
nary environment. Our present study has demonstrated that AU
exhibited some degree of inhibitory effects on ceftriaxone crystal-
lization (Figs. 2B and 3B). It has been hypothesized that some sub-
stances in AU (e.g., citrate and magnesium) may be responsible for
these inhibitory effects. Citrate may bind to free calcium to reduce

the remaining free calcium, which is the substrate for ceftriaxone
crystallization. In addition to citrate and magnesium, other anionic
and cationic urinary composition [24,25] may also act as the mod-
ulators to prevent ceftriaxone crystallization. Nevertheless, it still
occurs when the high doses of ceftriaxone is administered. Further
studies are required to elucidate this hypothesis.

Similar to several other lithogenic drugs [2], the data in this
study also suggested that ceftriaxone/calcium calculi may be
developed after tubular occlusion. The size of ceftriaxone crystal
aggregates was approximately 40-200 pm in diameter (Figs. 1
and 2), whereas the luminal diameters of proximal tubules, distal
tubules and collecting ducts are approximately 50-60, 20-30,
and 50-60 pm, respectively, which are much smaller than ceftriax-
one/calcium crystals. Therefore, the ceftriaxone crystal aggregates
can easily obstruct renal tubules, leading to tubular occlusion and
ceftriaxone calculi formation.

Furthermore, we have also demonstrated that crystal-cell adhe-
sion may play significant roles in the pathogenic mechanisms of
ceftriaxone-induced nephrolithiasis. Our findings showed that
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Fig. 4. Adhesion of ceftriaxone crystals onto renal tubular cell surface. Ceftriaxone crystallization was performed in MDCK cell culture well containing AU (detailed in Section
2). After 2 h incubation, the cells were vigorously washed three times with isotonic PBS solution. The remainings were then imaged using a phase-contrast microscope.

Original magnification = 200x for all panels. All experiments were done in triplicate.

ceftriaxone crystals could tightly adhere onto renal tubular cell
surface (Fig. 4), suggesting the high adhesive force between ceftri-
axone crystals and renal tubular cell surfaces. Although the mech-
anism for such crystal-cell adhesion is still unknown, one
possibility is that ceftriaxone/calcium crystals may adhere onto
cell surface via ionic interaction and/or hydrogen bond, similar to
other calcium-containing crystals (e.g., calcium oxalate, calcium
phosphate) [26]. Another possibility is that MDCK cell surface
may present some (unknown) receptors for ceftriaxone crystals.
These hypotheses should be further elucidated.

Although our data clearly demonstrated that ceftriaxone could
be crystallized in the urine at physiologic condition, only a few
numbers of patients receiving ceftriaxone therapy have been re-
ported to develop ceftriaxone-containing calculi in routine clinical
practice. One explanation is that most of patients with ceftriaxone-
induced nephrolithiasis have asymptomatic calculi and thus this
complication has been neglected by patients or overlooked by cli-
nicians until severe clinical symptoms are present. This explana-
tion is also supported by a prospective clinical study [13]. In this
study, all patients were investigated with renal ultrasonography
before and after ceftriaxone therapy to demonstrate the presence
or absence of renal calculi. After 50 mg/kg/day intramuscular
administration and 100 mg/kg/day intravascular injection of ceftri-
axone for 7 days, 7.4% and 8.3%, respectively, of patients developed
novel episode of renal calculi [13]. Interestingly, all calculi-affected
patients were asymptomatic and had spontaneous recovery with
stone passage after conservative treatments. Without renal
ultrasonography, these asymptomatic calculi would not be recog-
nized and ceftriaxone-induced nephrolithiasis remains under-
investigated. According to this evidence, the accurate incidence
of ceftriaxone-associated nephrolithiasis may be higher than that
was initially anticipated from clinical experience. Because ceftriax-
one is one of the most commonly used drugs in clinical practice,
the occurrence of this drug-induced stone should be concerned
to avoid or prevent inevitable renal complications (e.g., renal
failure) in some cases.

In summary, our present study has shown that ceftriaxone
could be crystallized in the urine under physiologic condition.
The size of ceftriaxone crystal aggregates was much larger than
the diameter of renal tubular lumens, implicating that tubular

occlusion may be the major mechanism for subsequent develop-
ment of ceftriaxone calculi. In addition, crystal adhesion onto renal
tubular cell surface may also play important role for the initiation
of ceftriaxone-induced nephrolithiasis.
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Abstract

This mini-review highlights important findings obtained from a series of our recent proteomic studies of human
endothelial cells in response to dengue virus infection, which remains common in tropical/subtropical countries.
These findings shed light onto mechanisms of vascular leakage, which is a fatal complication of this disease.
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Introduction

Dengue virus (DENV) infection remains a common
disease in tropical and subtropical regions with periodic
outbreaks. The World Health Organization (WHO) has
recently estimated that there are more than 2 billion
people worldwide who are at risk of DENV infection
and there may be 50-100 million individuals infected
with DENV annually (among these, approximately
500,000 patients require hospitalization) [1].

The DENV-infected individuals may or may not have
symptoms, which vary from mild to severe. The severe

or fatal forms of DENV infection include dengue
hemorrhagic fever (DHF) and dengue shock syndrome
(DSS) with the hallmarks of vascular leakage, bleeding
and shock. However, pathogenic mechanisms of
vascular leakage in DHF and DSS remain unclear. Our
group therefore performed a series of proteomic studies
to address expression and functional changes of human
endothelial cells in response to DENV infection [2,3].
The important findings obtained from these studies are
highlighted as follows.


http://www.jastmag.org/�

Results and Discussion

The optimal condition of DENV infection for
proteome analysis of host response in human endothelial
cells was carefully defined. This condition should
provide the high percentage of infectivity but on the
other hand should have the minimal degree of cell death,

Mock-control
(N = 5 flasks)
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because the study focused mainly to early responses of
the infected cells, not the changes caused by cell death.
After obtaining such optimal condition, expression
proteome analysis was performed followed by highly
focused functional studies to address functional
significance of the expression data (Fig. 1).

DENV infection
i8 (N =5 flasks)

N =5 gels

Quantitative analysis of infectivity

N =5 gels

and cell death s

2.D PAGE (SYPRf) Ruby staining)

s L e £ Spotmatching and analysis by
& = Image Master 2D Platinum software 8

Defining differentially expressed protein spots

Q-TOF MS and MS/MS analyses

Functional studies

Fig. 1. Schematic summary of analytical approach

Human endothelial cells (EA.hy926) were challenged
with DENV at various multiplicities of infection (MOI,;
or proportional amount of the viral particles per number
of cells) (at 1, 5 and 10) for 2 h with 12, 24 and 48 h
post-infection incubation periods. Non-infected (mock)
cells served as the controls. The infectivity was
quantitated by flow cytometric analysis of DENV
envelope protein.

The results showed that the cells had the highest
percentage of infection at 24 h post-infection with the
MOI of 10, whereas prolonged incubation to 48 h did
not significantly increase the infectivity. Morphological
examination revealed that the DENV-infected cells at 12
and 24 h post-infection had similar morphology to the
mock-control cells without any obvious changes
regardless of the MOI used. However, at 48 h post-
infection, particular with the MOI of 5 and 10, the
infected cells showed characteristics of cell death,
including cellular detachment and rounding.

Quantitative analysis of cell death by flow cytometry
using annexin V/propidium iodide co-staining showed
that total cell death (early/late apoptosis and necrosis) at
24 h post-infection with the MOI of 10 was not
increased significantly. Based on these infectivity and
cell death data, the MOI of 10 with 24 h post-infection
period was used for all subsequent proteome analyses
[2].

Cellular proteins were extracted, resolved by two-
dimensional polyacrylamide gel electrophoresis (2-D
PAGE), and visualized by SYPRO Ruby fluorescence
stain. Comparative proteomics was performed by spot
matching and intensity analysis, which revealed 15
protein spots, whose levels were significantly altered by
DENV infection. All of them were successfully
identified by quadrupole time-of-flight (Q-TOF) mass
spectrometry (MS) and tandem mass spectrometry
(MS/MS) (Fig. 2) [2].
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Fig. 2. The proteome map of significantly altered proteins in human endothelial cells in response to DENV infection (n = 5 gels
per group derived from 5 individual culture flasks). Modified from Ref [2]. with permission from the American Chemical

Society (ACS).
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Fig. 3. Expression and organization of actin, VE-cadherin, ZO-1 and PECAM-1 upon DENYV infection (showed in red, whereas
DENV envelope protein is illustrated in green). Modified from Ref.[2] with permission from the American Chemical Society

(ACS).
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Among the 15 significantly altered proteins, level of
actin was decreased. Actin plays a critical role in
cellular structure and integrity of the cells, and is related
to tight junction and adhesion molecules, which are
crucial for controlling vascular permeability [4]. Actin
cytoskeletal assembly and expression of junctional protein
complex [5], which includes vascular endothelial cadherin
(VE-cadherin), zonula occludens-1 (ZO-1) and platelet-
endothelial cell adhesion molecule-1 (PECAM-1), were
then evaluated. Laser-scanning confocal microscopic
examination revealed decreased expression and re-
organization of actin filament in the DENV-infected
cells. Moreover, the results showed markedly reduced
expression of VE-cadherin, ZO-1 and PECAM-1 (Fig.
3). This is the first proteome dataset to demonstrate the

No Cross-linking
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defects in cytoskeletal assembly and junctional protein
complex induced by DENV infection [2].

To further address the significance of these findings,
alterations in actin and junctional proteins during
transendothelial migration of leukocytes, which
frequently occurs in DENV infection, were investigated.
The transendothelial migration event, particularly at the
step of PECAM-1 engagement, was simulated by
PECAM-1 cross-linking. The data showed that
PECAM-1 cross-linking had the synergistic effects with
DENV infection on the decreases of actin, VE-cadherin
and ZO-1, strengthening the important role of
transendothelial migration of leukocytes in vascular
leakage observed in DHF and DSS (Fig. 4) [2].

PECAM-1 Cross-linking

Mock

Actin

VE-cadherin

Z0-1

DENV

Mock

DENV

Fig. 4. Expression and organization of actin, VE-cadherin and ZO-1 (showed in red, whereas DENV envelope protein is
illustrated in green) after PECAM-1 engagement. Modified from Ref.[2] with permission from the American Chemical Society

(ACS).
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On the other hand, five forms of heterogeneous
nuclear ribonucleoproteins (hnRNPs) were increased.
The functional significance of these proteins in response
to DENV infection was addressed by functional
proteomics study to identify hnRNPs-interacting
proteins in the DENV-infected endothelial cells.

Immunoprecipitation followed by 2-D PAGE and Q-
TOF MS and MS/MS analyses revealed 18 and 13
interacting partners of hnRNP C1/C2 and hnRNP K,
respectively [3]. Among these interacting proteins,
interestingly, vimentin was a common partner for both
hnRNPs. The interaction between vimentin and these
hnRNPs was confirmed by reciprocal immuno-
precipitation followed by Western blot analysis. In
addition, this interaction was also confirmed by double

immunofluorescence co-staining and confocal micro-
scopic examination. Moreover, disruption of vimentin
filament by sub-lethal dose of acrylamide caused
dissociation of this protein complex [3].

Not only host-host but also host-virus protein-
protein interactions were observed. Double immuno-
fluorescence co-staining showed that vimentin was
strongly associated with DENV nonstructural protein-1
(NS2). The disruption of vimentin filament by sub-lethal
dose of acrylamide dissociated this host-virus protein
complex and also reduced DENV NS1 protein
expression. More importantly, the disruption of
vimentin filament by sub-lethal dose of acrylamide
markedly reduced both replication and release of DENV

(Fig. 5) [3]
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Fig. 5. Effects of vimentin disruption on DENV replication (A) and release (B). Modified from Ref.[3] with permission from the

Royal Society of Chemistry (RSC).



In summary, the data obtained from this series of the
study indicate that:

- DENV infection causes defects in tight junction
(Z0-1), adherens junction (VE-cadherin) and adhesion
molecule (PECAM-1) of human endothelial cells.

- Vimentin in human endothelial cells interacts with
hnRNPs and DENV NS1 protein. These interactions are
important for DENV replication and release.

- These findings provide novel insights into
responses of human endothelial cells to DENV
infection and better understanding of the pathogenic
mechanisms of vascular leakage in DHF and DSS.
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ABSTRACT:

Adhesion of calcium oxalate monohydrate (COM) crystals onto apical surface of renal tubular epithelial cells is a crucial mechanism
for crystal retention, leading to kidney stone formation. Various proteins on apical membrane may bind to COM crystals; however,
these crystal-binding proteins remained unidentified. The present study therefore aimed to identify COM crystal-binding proteins
on apical membrane of distal renal tubular epithelial cells. Madin-Darby Canine Kidney (MDCK) cells were cultivated to be
polarized epithelial cells and apical membrane was isolated from these cells using a peeling method established recently. Enrichment
and purity of isolated apical membrane were confirmed by Western blot analysis for specific markers of apical (gp135) and
basolateral (Na*/K"-ATPase) membranes. Proteins derived from the isolated apical membrane were then resuspended in artificial
urine and incubated with COM crystals. The bound proteins were eluted, resolved by SDS-PAGE, and analyzed by Q-TOF MS and
MS/MS, which identified 96 proteins. Among these, expression and localization of annexin II on apical surface of MDCK cells were
confirmed by Western blot analysis, immunofluorescence staining, and laser-scanning confocal microscopic examination. Finally,
the function of annexin II as the COM crystal-binding protein was successfully validated by COM crystal-binding assay. This large
data set offers many opportunities for further investigations of kidney stone disease and may lead to the development of new
therapeutic targets.

KEYWORDS: apical membrane, calcium oxalate, crystal adhesion, crystal-binding protein, kidney stone, nephrolithiasis,
proteomics, renal tubular cells

B INTRODUCTION

Kidney stone disease (nephrolithiasis) remains a common
disease with a high recurrent rate (approximately 50% within
5—10years and 75% within 20 years after surgical removal).' The
recurrent rate is even higher after the first recurrence.” The initial
processes of kidney stone formation include crystallization and
crystal retention. The former occurs by supersaturation of ionic
compounds in renal tubular fluid, whereas the latter develops
thereafter by adhesion of causative crystals (mainly calcium
oxalate monohydrate or COM, which is most commonly found
in kidney stone matrices) onto apical or luminal surface of
epithelial cells lining along renal tubules. Crystal adhesion can
cause many downstream cascades of renal cellular responses.® °

v ACS Publications © 2011 American Chemical Society

Moreover, crystal adhesion can also enhance the adhesion of
additional crystals, leading to crystal aggregation and retention
inside renal tubules, and finally stone formation.”

In many previous studies using rat models, hyperoxaluria and
calcium oxalate crystalluria were induced in rats by intraperito-
neal injection of sodium oxalate” or oral administration of 0.75%
ethylene glycol through drinking water.'® Their kidney tissues
were then investigated under polarized light or scanning electron
microscope (SEM). The results showed that many calcium
oxalate crystals were initially attached on renal tubular cell surface
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in association with microvilli. Thereafter, some of those crystals
were found in the intercellular space, whereas some were inter-
nalized into the cells.”*® In a human study, kidney tissues were
obtained from patients with calcium oxalate nephrolithiasis.” From
these, approximately 50% of the specimens had crystals adhered
on renal tubular epithelial cells and some of them were seen inside
the cells.” These findings strengthen the crucial role of crystal
adhesion in kidney stone disease.

The mechanisms underlying COM crystal adhesion on the cell
surface are quite complicated. Surface charge is an important
factor mediating crystal adhesion as the data obtained from
previous studies revealed that COM crystals adhered to the cell
surface at anionic sites and could be blocked by specific cations.""
Adhesive property, electrostatic binding and specific interactions
are also believed to be other important factors mediating crystal
adhesion. During the past decade, several studies had attempted
to identify surface molecules on renal tubular cells that might
serve as the receptors for COM crystal adhesion with the ultimate
goal to inhibit or block these bindings for disease prevention.
Indeed, the apical membrane of renal tubular cells comprises
various types of membrane proteins.'”> Many of these apical
membrane proteins are expected to play a role in facilitating
crystal-cell adhesion. However, only a small number of calcium
oxalate crystal-binding proteins have been identified, including
sialic acid-containing proteins,8 annexin 1I,"® nucleolin-related
protein,l osteopontin,16 and surface receptor CD44.'%"7
However, there should be many more calcium oxalate crystal-
binding proteins, which remained unidentified.

The present study therefore aimed to identify all of potential
COM crystal-binding proteins on apical membrane of distal renal
tubular epithelial cells using a proteomics approach. Polarized
MDCK cells were maintained and their apical membranes were
isolated using a peeling method established recently.'® Purity of
apical membrane isolation was checked and proteins were then
solubilized from the purified apical membranes. After an overnight
incubation with COM crystals, the unbound proteins were discarded,
whereas the bound proteins were resolved with SDS-PAGE and
identified by Q-TOF MS and MS/MS analyses. The proteomic data
were then confirmed by Western blot analysis, immunofluorescence
staining, and laser-scanning confocal microscopic examination.

4,15

B MATERIALS AND METHODS

Cultivation and Polarization

MDCK cells were grown in Eagle’s minimum essential medium
(MEM) (GIBCO, Invitrogen Corporation; Grand Island, NY) sup-
plemented with 10% fetal bovine serum (FBS), 1.2% penicillinG/
streptomycin and 2 mM L-glutamine and maintained in a hu-
midified incubator with 5% CO, at 37 °C. For polarization,
MDCK cells at a density of approximately 5.0—7.5 x 10*cells/mL
were seeded and grown on prewetted collagen-coated permeable
polycarbonate membrane in Transwells (0.4 um pore size;
Corstar; Cambridge, MA) for four days. The culture medium
was refreshed every other day. Polarization was confirmed
by immunofluorescence staining and laser-scanning confocal
microscopy (described with more details below).

Isolation of Apical Membrane and Solubilization of Apical
Membrane Proteins

Apical membrane of the polarized MDCK cells was isolated by
a peeling method established recently.'® Briefly, after the cells
were maintained in Transwells for four days, the culture medium

was removed and the polarized cells were rinsed twice with ice-
cold membrane preserving buffer (1 mM MgCl, and 0.1 mM
CaCl, in PBS). Thereafter, Whatman filter paper (0.18-mm-
thick, Whatman International Ltd.; Maidstone, U.K.) prewetted
with deionized water was placed onto the polarized cell mono-
layer. After a S-min incubation period, the filter paper was peeled
out and the apical membranes retained at the filter paper surface
were harvested by rehydration in deionized water and gentle
scrapping. The apical membrane-enriched fraction was then
lyophilized. Dried apical membrane was solubilized in 1X
Laemmli’s buffer and then dialyzed against deionized water at
4 °C overnight with three changes of deionized water. After
lyophilization, apical membrane protein powder was stored at
—80 °C until used. Enrichment and purity of isolated apical
membrane were confirmed by Western blot analysis for specific
markers of apical (gp13S) and basolateral (Na*/K"-ATPase)
membranes (described with more details below).

Preparation of COM Crystals

COM crystals were prepared as previously described.”
Briefly, 10 mM calcium chloride dihydrate (CaCl,-2H,0) was
mixed with 10 mM sodium oxalate (Na,C,0,) in Tris buffer
containing 90 mM NaCl (pH 7.4) to make their final concentra-
tions to 5 mM and 0.5 mM, respectively. The mixture was
incubated at 25 °C overnight and COM crystals were harvested
by a centrifugation at 3000 rpm for 5 min. Supernatant was
discarded and the crystals were resuspended in methanol. After
another centrifugation at 3000 rpm for 5 min, methanol was
discarded and the crystals were dried at 37 °C overnight.

COM Crystal Adhesion and Separation of COM Crystal-
Binding Proteins

Apical membrane protein powder was resuspended into 1 mL
protein-free artificial urine (containing S mM CaCl,, 200 mM
urea, 4 mM creatinine, S mM Na3;C4H;0-+2H,0, 54 mM NaCl,
30 mM KCl, 15 mM NH,C], 2 mM MgSO,-7H,0, and 9 mM
Na,SO,; pH = 6.2 and osmolality = 446 mOsm/kg).>* There-
after, S mg COM crystals were added and apical membrane
proteins were allowed to interact with COM crystals in the
artificial urine on a continuous rotator at 4 °C overnight. The
crystal-protein complexes were then collected by a centrifugation
at 3000 rpm for S min at 4 °C and the unbound proteins were
discarded. Thereafter, the crystal-protein complexes were washed
three times with PBS and other three times with 4 mM EDTA in
PBS. After the final wash with PBS, COM crystal-binding proteins
were eluted by 1x Laemmli’s buffer and separated in 12% SDS-
PAGE gel. The resolved COM crystal-binding proteins were
visualized by Coomassie Brilliant Blue G-250 stain. All the
procedures in this step are summarized in Figure 1.

In-Gel Tryptic Digestion

A total of 40 gel slices were excised from the whole lane of
COM crystal-binding proteins in a preparative gel derived from
6 x 107 cells. The excised gel slices were washed twice with
200 uL of 50% acetonitrile (ACN)/25 mM NH,HCO; buffer
(pH 8.0) at room temperature for 15 min, and then washed once
with 200 uL of 100% ACN. After washing, the solvent was re-
moved and the gel pieces were dried by a SpeedVac concentrator
(Savant; Holbrook, NY). The dried gel plugs were then rehy-
drated with 10 4L of 1% (w/v) trypsin (Promega; Madison, WI)
in 25 mM NH4HCO;. After rehydration, the gel pieces were
crushed with siliconized blue stick and incubated at 37 °C for at
least 16 h. Peptides were subsequently extracted twice with SO uL
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Figure 1. Schematic summary of methodologies to prepare COM
crystal-binding proteins. Apical membrane proteins were incubated with
COM crystals overnight at 4 °C. After centrifugation, unbound proteins
were excluded and the remaining COM crystal-binding proteins were
vigorously washed with PBS and 4 mM EDTA. Finally, COM crystal-
binding proteins were eluted with 1x Laemmli’s buffer.

of 50% ACN/5% trifluoroacetic acid (TFA); the extracted solu-
tions were then combined and dried with the SpeedVac concen-
trator. The peptide pellets were resuspended with 10 #L of 0.1%
TFA and purified using ZipTipc;s (Millipore; Bedford, MA).
The peptide solution was drawn up and down in the ZipTipc;g
10 times and then washed with 10 uL of 0.1% formic acid
by drawing up and expelling the washing solution three times.
The peptides were finally eluted with 5 4L of 75% ACN/0.1%
formic acid.

Quadrupole Time-of-Flight Mass Spectrometry and Tandem
Mass Spectrometry (Q-TOF MS and MS/MS)

The trypsinized samples were premixed 1:1 with the matrix
solution containing S mg/mL a-cyano-4-hydroxycinnamic acid
in 50% ACN, 0.1% (v/v) TFA and 2% (w/v) ammonium citrate,
and deposited onto the 96-well MALDI (matrix-assisted laser
desorption/ionization) target plate. The samples were analyzed
by Q-TOF Ultima mass spectrometer (Micromass; Manchester,
U.K.), which was fully automated with predefined probe motion
pattern and the peak intensity threshold for switching over from
MS survey scanning to MS/MS, and from one MS/MS to
another. Within each sample well, parent ions that met the
predefined criteria (any peak within the m/z 800—3000 range
with intensity above 10 count £ include/exclude list) were
selected for CID MS/MS using argon as the collision gas and a
mass dependent £S5 V rolling collision energy until the end of the
probe pattern was reached. The instrument was externally
calibrated to less than S ppm accuracy over the mass range of
m/z 800—3000 using a sodium iodide and PEG 200, 600, 1000,
and 2000 mixtures and further adjusted with Glu-Fibrinopeptide
B as the near-point lock mass calibrant during data processing. At
a laser firing rate of 10 Hz, individual spectra from S s integration
period acquired for each of the MS survey and MS/MS per-
formed were combined, smoothed, deisotoped (fast option) and

centroided using the Micromass ProteinLynxT Global Server
(PGS) 2.0 data processing software. The procedure was pro-
cessed according to the instruction of Micromass data processing
software. The combined peptide mass fingerprinting (PMF) and
MS/MS ion meta data were searched in concert against the
specified protein database within the PGS 2.0 workflow. Addi-
tionally, the MS and MS/MS ions data were extracted and
outputted as MASCOT-searchable .txt and .pkl files for inde-
pendent searches using the publicly available MASCOT search
engine (http://www.matrixscience.com) to query to the NCBI
mammalian protein database, assuming that peptides were mono-
isotopic. Fixed modification was carbamidomethylation at cysteine
residues, whereas variable modification was oxidation at methio-
nine residues. Only one missed trypsin cleavage was allowed, and
peptide mass tolerances of 100 and SO ppm were allowed for
PMF and MS/MS ions search, respectively.

Western Blot Analysis

To evaluate the yield and purity of enrichment or isolation of
apical membrane, Western blot analysis for specific markers of
apical (gp13S) and basolateral (Na*/K"-ATPase) membranes
was performed. Proteins derived from whole cell lysate and
purified apical membrane (with an equal amount of 20 ug) were
resolved in 12% SDS-PAGE and then transferred onto a nitro-
cellulose membrane (Whatman; Dassel, Germany) using a semi-
dry transfer apparatus (Bio-Rad; Milano, Italy) at 75 mA for 1-h.
Nonspecific bindings were blocked with 5% skim milk in PBS at
room temperature for 1-h. The membrane was then incubated
with rabbit polyclonal anti-gp13S (Santa Cruz Biotechnology;
Santa Cruz, CA) (1:200 in 5% skim milk/PBS) or mouse
monoclonal anti-Na*/K"-ATPase-a1 subunit (Santa Cruz Bio-
technology) (1:1000 in 5% skim milk/PBS) at 4 °C overnight.
Thereafter, the membrane was washed three times with PBS and
further incubated with respective secondary antibody conjugated
with horseradish peroxidase (1:2000 in 5% skim milk/PBS) at
room temperature for 1 h. The immunoreactive bands were then
visualized by SuperSignal West Pico chemiluminescence substrate
(Pierce Biotechnology, Inc.; Rockford, IL) and autoradiography.

To confirm the presence of annexin Il in apical membrane and
COM crystal-binding fractions, an equal amount (20 ug) of
proteins derived from whole cell lysate, purified apical mem-
brane, and COM-binding fraction was loaded in each lane and
resolved by 12% SDS-PAGE. Western blot analysis was per-
formed as aforementioned using goat polyclonal antiannexin II
(Santa Cruz Biotechnology) (1:1000 in 5% skim milk/PBS) as
the primary antibody.

Immunofluorescence Staining and Laser-Scanning Confo-
cal Microscopy

To confirm polarization of MDCK cells, the polarized MDCK
monolayer was washed with membrane preserving buffer (1 mM
MgCl, and 0.1 mM CaCl, in PBS), and then fixed with 3.7%
formaldehyde in PBS at 25 °C for 10 min and permeabilized with
0.1% Triton X-100 at 25 °C for 10 min. After extensive washing
with membrane preserving buffer, MDCK cells were incubated
with mouse monoclonal antibody against zonula occludens-1
(ZO-1) (tight junction marker) (Invitrogen/Molecular Probes;
Camarillo, CA), mouse monoclonal anti-Na*/K*-ATPase-a1 sub-
unit (basolateral membrane marker) (Santa Cruz Biotechnology),
or rabbit polyclonal anti-gp13S (apical membrane marker) (Santa
Cruz Biotechnology) (all with a dilution of 1:50 in 1% BSA/PBS)
at 37 °C for 1 h. The cells were then rinsed with PBS three times
and then incubated with respective secondary antibody conjugated
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Figure 2. Confirmation of polarization of MDCK cells. Immunofluorescence study was performed to stain markers for (A—D) tight junction (ZO-1),
(E—H) basolateral membrane (Na*/K*-ATPase a-subunit), and (I—L) apical membrane (gp135). These markers were then visualized and images were
taken by laser-scanning confocal microscopy in both horizontal (the first three columns) and sagittal (the last column; panels D, H and L) views.
Expression of ZO-1 and Na*/K"-ATPase is shown in red, whereas that of gp13S$ is in green. Blue illustrates nuclei stained with Hoechst dye. Original
magnification powers were 400 in the first three columns and 630 in the last column (D, H and L).
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Figure 3. Yield of enrichment and purity of apical membrane isolation. (A) In total, 20 ug of proteins derived from MDCK whole cell lysate and isolated
apical membrane were resolved by 12% SDS-PAGE and visualized by Coomassie Brilliant Blue G-250 stain. The resolved proteins were then transferred
onto a nitrocellulose membrane and subjected to Western blot analysis using (B) rabbit polyclonal anti-gp13$ (apical membrane marker) or (C) mouse
monoclonal anti-Na*/K*-ATPase-a1 subunit (basolateral membrane marker).

with rhodamine or AlexaFluor-488 (Invitrogen/Molecular Probes)
(1:5000 in 1% BSA/PBS) containing 0.1 ug/mL Hoechst dye
(DNA staining for nuclear localization) (Invitrogen/Molecular
Probes) at 37 °C for 1 h. Thereafter, the cells were examined by
a laser-scanning confocal microscope equipped with an LSMS
Image Browser (LSM 510 Meta, Carl Zeiss; Jena, Germany).

To confirm the apical surface expression of annexin II, polarized
MDCK cells were rinsed with membrane preserving buffer and
then fixed with 3.7% formaldehyde in PBS at 25 °C for 15 min.
After extensive washing with membrane preserving buffer, MDCK
cells were incubated with goat polyclonal antiannexin II (Santa
Cruz Biotechnology) (1:50 in 1% BSA/PBS) at 37 °C for 1 h.

The cells were then rinsed with PBS three times and then incubated
with rhodamine-conjugated antigoat IgG antibody (Invitrogen/
Molecular Probes) (1:5000 in 1% BSA/PBS) containing 0.1 t4g/mL
Hoechst dye (Invitrogen/Molecular Probes) at 37 °C for 1 h.
Thereafter, the cells were examined by a laser-scanning confocal
microscope equipped with an LSMS Image Browser (LSM 510
Meta, Carl Zeiss; Jena, Germany).

COM Crystal-Binding Assay

This set of experiments was performed in cell culture incu-
bator at 37 °C with 5% CO,. After MDCK cells were confluent,
culture medium was removed and the cells were rinsed twice with
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Figure 4. Isolation of COM crystal-binding proteins from apical membrane of polarized renal tubular epithelial cells. (A) COM crystal-binding proteins
derived from 3 x 10 cells obtained from methodologies detailed in Figure 1 were resolved in 12% SDS-PAGE gel compared to purified apical membrane
proteins and the unbound proteins derived from 3 X 107 cells, as well as whole cell lysate derived from 3 X 10° cells. The highlighted bands a, b, ¢, and d
illustrate the selectivity of COM crystal binding of the COM crystal-binding proteins, as compared to the starting apical membrane fraction. (B)
Reproducibility of isolation of COM crystal-binding proteins was confirmed in additional three independent experiments. (C) Amount of proteins
derived from each fraction was quantitated. (D) COM crystal-binding proteins derived from 6 x 107 cells were resolved in a preparative gel. A total of 40
gel slices were excised and identified by Q-TOF MS and MS/MS (see also Table 1).

membrane preserving buffer. Nonspecific bindings were then
blocked with 1% BSA in membrane preserving buffer for 15 min.
Thereafter, the blocking solution was discarded and the cells
were washed with membrane preserving buffer four times. MEM
supplemented with 10% FBS was then added to the cells without
(control) or with 0.2 ug/mL goat polyclonal antiannexin II

(Santa Cruz Biotechnology) or goat IgG (nonspecific antibody)
(Santa Cruz Biotechnology) for 30 min. Thereafter, the cells
were rinsed with membrane preserving buffer four times and
further incubated with COM crystals (100 ug/mL in MEM
supplemented with 10% FBS) for 1 h. The unbound crystals
were then removed by rigorous wash five times with PBS.
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Table 2. Functional Classification of the Identified COM Crystal-Binding Proteins
function protein name

Calcium-dependent phospholipid-binding Annexin A2*"
Annexin A8 (Annexin VIII)
(Vascular anticoagulant-beta)
(VAC-beta) isoform 3%
Calcium ion-binding Manla2-prov protein®’
S100 calcium binding protein, zeta”
Cell cycle MTAI1
Centrobin (LYST-interacting protein 8), partial
Cellular structure Microtubule-actin cross-linking factor 1 isoform 1t
Spectrin, beta, nonerythrocytic 1 isoform 2
Adenomatous polyposis coli protein
(APC protein) isoform 1
Ezrin (p81) (Cytovillin) (Villin-2) isoform 3“
Vimentin isoform 9
Crocc protein”
Talin 2 isoform 5*
Tubulin, beta 2
Beta-actin
Gamma-actin
PDZ domain actin binding protein Shroom*
Leucine rich repeat containing 42 isoform 1
Nestin
Dynein heavy chain at 16F CG7092-PA
Dynein, axonemal, heavy chain 5, isoform CRA_a
Immune response MHC class I antigen”
MHC class II antigen®
Immunoglobulin heavy chain variable region
Tumor necrosis factor type 1 receptor associated protein
Ion transporter Plasma membrane calcium ATPase 2 isoform b isoform 6*°
Mitochondrial uncoupling protein 4 (UCP 4) (Solute carrier family 25, member 27)*"
Metabolism Alpha enolase (2-phospho-b-glycerate hydro-lyase) (Non-neural enolase)
(NNE) (Enolase 1) (Phosphopyruvate hydratase) (C-myc promoter-binding protein)
(MBP-1) (MPB-1) (Plasminogen-binding protein) isoform 144}
Glyceraldehyde-3-phosphate dehydrogenase”
Phosphoglycerate mutase 1 (Phosphoglycerate mutase isozyme B)
(PGAM-B) (BPG-dependent PGAM 1) isoform 2
Triosephosphate isomerase (TIM) (Triose-phosphate isomerase) isoform $*
Sulfotransferase family, cytosolic, 1C, member 2
Glucosamine-6-phosphate deaminase 2 isoform 1
mRNA processing Heterogeneous nuclear ribonucleoprotein Al
Peptidyl-Pro cis trans isomerase isoform 1
Protein and vesicular transport DENN/MADD domain containing 4C isoform 1°
Alpha-actinin 4°
RABSB protein”
Golgi autoantigen, golgin subfamily a, 4 variant”
Rims?2 protein”
GDP dissociation inhibitor 1
Flotillin-1 isoform 2“
Dynamin-like protein Dymple isoform*
256 kD golgin®
Dynamin 1-like, isoform 4°
Protein folding and protein biosynthesis TRIMCyp

Receptor Glutamate receptor 3 isoform flip precursor isoform 2

4473 dx.doi.org/10.1021/pr2006878 |J. Proteome Res. 2011, 10, 4463-4477
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Table 2. Continued
function

protein name

Ephrin type-B receptor 1 precursor (Tyrosine-protein kinase
receptor EPH-2) (NET) (HEK6) (ELK)"

Signal transduction

Stress response

Vav-3 protein
Heat shock protein HSP 90-beta®”

Heat shock protein HSP 90-alpha (HSP 86) isoform 2
Heat shock protein 1, alpha isoform 3"

78 kDa glucose-regulated protein precursor (GRP 78) (Immunoglobulin

heavy chain binding protein) (BiP) (Endoplasmic reticulum lumenal

Ca(2+) binding protein grp78) isoform 4%
Heat shock 70 kDa protein 8 isoform 2 isoform 2**

Heat shock protein 8 isoform 34b

Peroxiredoxin 2 (Thioredoxin peroxidase 1) (Thioredoxin-dependent
peroxide reductase 1) (Thiol-specific antioxidant protein) (TSA) (PRP)
(Natural killer cell enhancing factor B) (NKEF-B) isoform 1

Miscellaneous

Membrane protein, palmitoylated S isoform 1°

Dedicator of cytokinesis protein 1 (180 kDa protein downstream of
CRK) (DOCK180) isoform 1*
Temporarily Assigned Gene name family member (tag-278) isoform 7

BEN domain-containing protein 3

Adenylosuccinate lyase 1

Acyl-CoA thioesterase 9
ARTS protein”
Hypothetical protein isoform 2

Peptidylprolyl isomerase A (cyclophilin A)

Retinoblastoma-associated protein 140 isoform 4

Four and a half LIM domains protein 1 isoform 6
Hypothetical protein LOC302773

Unknown (protein for MGC:38398)

MIF4G domain containing, isoform CRA_c
F-box and WD-40 domain protein 10

Isopentenyl-diphosphate delta isomerase 2
mCG117968
rCG21715

Androgen receptor associated protein 54

Synapse-associated protein 1

Hypothetical protein”
@ Cell membrane localization. ° Calcium-binding activity. “Has 3 different GI numbers (gi|109093687, gi|149254381 and gi|149258923).

The remained COM crystals on MDCK apical surface were counted
in random 1S high power fields (HPF) under phase contrast
microscope (Olympus CKX41; Olympus Co. Ltd., Tokyo, Japan).

Statistical Analysis

The quantitative data are presented as mean == SEM. Com-
parisons among groups were performed by one-way analysis of
variance (ANOVA) with Tukey’s posthoc test (SPSS; version
13.0). P values <0.05 were considered as statistical significant.

B RESULTS AND DISCUSSION

This study aimed to identify all of potential COM crystal-
binding proteins on apical membrane of distal renal tubular
epithelial cells using a proteomics approach. Renal tubular
epithelial cells have characteristics of polarization, in which
plasma membranes are divided to apical and basolateral portions
by a function of tight junction. These two different membrane
compartments have unique sets of proteins and lipids according

to their differential cellular functions. Apical or luminal mem-
brane is exposed to renal tubular fluid where COM crystals are
formed. Madin-Darby Canine Kidney (MDCK) cells, which
were derived from distal nephron and used widely as the
representing cells of distal renal tubules,”"** were used in our
present study because the distal nephron is considered as an
originating site for COM kidney stone formation.”>** We
focused our attention to identification of COM-binding proteins
only on apical membrane because of their biological relevance
in vivo—only apical membrane, not basolateral membrane and
intracellular compartments, contacts to luminal COM crystals.
The polarization of MDCK epithelial cells was confirmed
by immunofluorescence staining of markers for tight junction
(ZO-1), basolateral membrane (Na*/K'-ATPase a-subunit),
and apical membrane (gp135). The data showed the presence
of these markers in respective locales and thus confirmed the full
polarization of MDCK cells (Figure 2). Apical membrane was
then isolated using a recently established peeling method, of
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Figure 5. Validation of the expression of annexin II at apical membrane of renal tubular epithelial cells and its role as the COM crystal-binding protein.
(A) Proteins derived from whole cell lysate, purified apical membrane, and COM crystal-binding fraction (with an equal amount of 20 ug) were resolved
by 12% SDS-PAGE and subjected to Western blot analysis using goat polyclonal antiannexin II as the primary antibody. (B) Immunofluorescence
staining of annexin II followed by laser-scanning confocal microscopic examination. The expression of annexin II is illustrated in red, whereas nuclear
counter-stain is shown in blue. The confocal micrographs were obtained from both horizontal (first three panels) and sagittal (last three panels) sections.

Original magnification = 630X in all panels.

which principle is based on hydrous affinity and/or ionic
interaction.'® Our previous study has demonstrated that this
novel method is simple and highly effective for isolation of apical
membrane.'® In the present study, the yield and purity of apical
membrane isolation were also evaluated. The results showed that
this novel method, based on peeling, was highly effective for
enrichment of apical membrane. Figure 3A shows SDS-PAGE
profile of the isolated apical membrane proteins, which obviously
differed from that of the whole cell lysate. In addition, a typical
apical membrane protein (gp135)> was effectively enriched by
the peeling method as demonstrated by the more prominent
gp135 band in Western blot analysis as compared to such band in
the sample derived from whole cell lysate (Figure 3B). Moreover,
this peeling method also provided the high purity of apical
membrane proteins as there was no contamination of basolateral
membrane marker (Na*/K*-ATPase a-subunit)*® in the isolated
apical membrane fraction (Figure 3C). Therefore, this method
would offer a high confident data for the analysis of apical
membrane proteins.

Highly purified apical membrane fraction was solubilized with
1x Laemmli’s buffer to obtain the mixture of apical membrane
proteins. To avoid effects of detergent and reducing agents on
crystal-protein interaction/binding, the protein solution was

extensively dialyzed against deionized water. After lyophilization,
the purified apical membrane proteins were resuspended into the
protein-free artificial urine and then incubated with COM
crystals overnight. The reason that we used protein-free artificial
urine instead of human urine because there are several proteins
present in the normal human urine that can interfere with data
interpretation (the urinary proteins can also bind to COM
crystals). The pH and osmolality of artificial urine used in our
present study were 6.2 and 446 mOsm/kg, respectively. Differ-
ential levels of pH and osmolality may affect the COM crystal
binding capacities of proteins. To demonstrate the selective
binding of proteins eluted from COM crystals, the SDS-PAGE
profile of COM-binding proteins was examined compared
to those of starting apical membrane proteins and unbound
fraction (Figure 4A). The data showed that COM crystal-
binding proteins had a distinct SDS-PAGE profile that was
much different from that of the unbound fraction, which was
similar to the profile of the starting apical membrane proteins,
indicating the highly selective bindings of proteins in the bound
fraction. The reproducibility of isolation of COM crystal-
binding proteins was confirmed in additional three indepen-
dent experiments (Figure 4B), and the amount of proteins
derived from each fraction was quantitated (Figure 4C).
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Figure 6. Functional validation of annexin II as the COM crystal-
binding protein. COM crystal-binding assay was performed without
(control) or with goat polyclonal antiannexin II antibody to neutralize
the COM crystal-binding activity of annexin II prior to COM binding.
Nonspecific goat IgG served as the treatment control to demonstrate the
specificity of neutralization of annexin II activity. N = 3 independent
experiments.

To identify these COM crystal-binding proteins, the prepara-
tive gel derived from 6 x 107 cells was produced. From a total of
40 gel slices (Figure 4D), a total of 96 proteins were identified
Q-TOF MS and MS/MS analyses. Their identities, identification
numbers, peptide mass fingerprinting and/or MS/MS ions
scores, sequence coverage, number of matched peptides, homo-
logues, and other detailed information are summarized in Table 1.
The sequences of the identified hypothetical proteins, putative
proteins, unnamed protein products, or unknown proteins were
also submitted to BLAST search for defining their similarities or
homologues, and only proteins with >80% identities are included
in Table 1. The actual (experimental) molecular masses of some
identified proteins shown in SDS-PAGE gel were not exactly
their theoretical (calculated) molecular masses. This is not
unexpected as some proteins were the fragmented products of
their full lengths, whereas some other might form a tight complex
with other proteins in the apical membrane and resisted to
reducing agents. All of these identified proteins were classified
into various functional categories based on their molecular/
cellular functions provided in the UniProt Knowledgebase
(UniProtKB) protein database (Table 2). These included cal-
cium-dependent phospholipid-binding, calcium ion-binding,
cell cycle, cellular structure, immune response, ion transporter,
metabolism, mRNA processing, protein and vesicular transport,
protein folding and protein biosynthesis, receptor, signal trans-
duction, stress response, and miscellaneous. Among these iden-
tified proteins, many of them were well-known or typical
membrane proteins, as well as calcium-binding proteins, convin-
cing that they play important roles in COM crystal binding.

One of the COM crystal-binding proteins identified from
apical membrane of renal tubular epithelial cells in our present
study is annexin A2 or annexin II (band #23; at approximately
35 kDa), which was also identified as a COM crystal-binding
protein in previous study.'> Western blot analysis was performed
to confirm the mass spectrometric identification of annexin IL
The data confirmed that annexin II is an apical membrane
protein that can bind tightly with COM crystals (Figure SA).
We also performed immunofluorescence staining of annexin II

followed by laser-scanning confocal microscopic examination to
further confirm our proteomic data. The immunofluorescence
data confirmed the expression of annexin II at apical membrane
surface (Figure SB). These consistent data strengthen the role of
this well-known calcium-binding protein as the COM crystal-
binding protein.

Finally, functional validation of annexin II as the COM crystal-
binding protein was performed. The data revealed that preincu-
bation of MDCK cells with antiannexin II antibody significantly
reduced (approximately 40%) the number of adherent COM
crystals on the apical surface of MDCK cells, whereas preincuba-
tion with nonspecific IgG did not affect the number of adherent
COM crystals, indicating the specificity of this neutralization by
antiannexin II (Figure 6). It should be noted that preincubation
or neutralization of the polarized MDCK cells with antiannexin II
could not completely abolish COM crystal adhesion on apical
surface of the cells. This is not unexpected because annexin II
is one among other several COM crystal-binding proteins
and blocking only one binding protein definitely cannot inhibit
the entire binding capacities of apical surface molecules on
epithelial cells.

From the list of the identified proteins (Tables 1 and 2), many
of them are able to bind with calcium ion (Ca**). We found
two proteins that are members of the annexin family, including
annexin II (A2) and annexin VIII (A8) (band #23 and
#26, respectively). Annexins have a conserved COOH-terminal
“core” that mediates their membrane localization and calcium-
binding properties.”” Thus, it is not surprising that they were
identified as COM crystal-binding proteins in our present
study. Several other identified proteins are known to normally
express at the apical membrane of renal tubular epithelial cells,
for example, plasma membrane calcium ATPase 2 isoform b
(PMCA2b) (band #5). This protein is highly enriched in the
apical plasma membrane®® and interacts preferentially with
Na*/H" exchanger regulatory factor 2 (NHERF2) to perform
the functional assembly of PMCA2b in a multiprotein Ca**
signaling complex and facilitate the integrated cross-talk between
local Ca** influx and efflux.”® It is possible that PMCA2b
binds COM crystals via its Ca**-binding activity.

We also found some surface receptors that were able to bind
with COM crystals, including glutamate receptor 3 isoform flip
(band #4) and ephrin (Eph) type-B receptor 1 (band #5). These
receptors are type I transmembrane protein and their extracel-
lular regions contain a highly conserved N-terminal domain,
which is necessary for ligand binding,*® whereas their intracellu-
lar or cytoplasmic regions contain a highly conserved kinase
domain, which catalyzes tyrosine phosphorylation. In addition,
the Eph-mediated signaling is restricted to specific membrane
microdomains or lipid rafts.>" Our data report for the first time
that these receptors also serve for COM crystal binding.

In summary, we successfully identified several COM crystal-
binding proteins from apical membrane of distal renal tubular
epithelial cells by a proteomics approach using SDS-PAGE
followed by Q-TOF MS and MS/MS analyses. Expression and
localization of annexin II on apical surface of MDCK cells were
confirmed by Western blot analysis, immunofluorescence stain-
ing and laser-scanning confocal microscopic examination.
Moreover, its function as the COM crystal-binding protein
was validated by a functional study. This large data set offers
many opportunities for further investigations of kidney stone
disease and may lead to the development of new therapeutic
targets.
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ABSTRACT: Paralytic and furious forms are unique clinical entities of
rabies in humans and dogs. However, molecular mechanisms underlying
these disorders remained unclear. We investigated changes in proteomes
of the hippocampus, brainstem and spinal cord of paralytic and furious
dogs naturally infected with rabies compared to noninfected controls.
Proteins were extracted from these tissues and analyzed by two-dimen-
sional gel electrophoresis (2-DE) (1 = 6 gels/region in each group, a total
of 54 gels were analyzed). From >1000 protein spots visualized in each
gel, spot matching, quantitative intensity analysis, and ANOVA with
Tukey’s posthoc multiple comparisons revealed 32, 49, and 67 protein
spots that were differentially expressed among the three clinical groups in o R .
the hippocampus, brainstem and spinal cord, respectively. These proteins 3 § S m
were then identified by quadrupole time-of-flight mass spectrometry and o F R
tandem mass spectrometry (Q-TOF MS and MS/MS), including antioxidants, apoptosis-related proteins, cytoskeletal proteins,
heat shock proteins/chaperones, immune regulatory proteins, metabolic enzymes, neuron-specific proteins, transcription/
translation regulators, ubiquitination/proteasome-related proteins, vesicular transport proteins, and hypothetical proteins. Among
these, 13, 17, and 41 proteins in the hippocampus, brainstem and spinal cord, respectively, significantly differed between paralytic
and furious forms and thus may potentially be biomarkers to differentiate these two distinct forms of rabies. In summary, we report
herein for the first time a large data set of changes in proteomes of the hippocampus, brainstem and spinal cord in dogs naturally
infected with rabies. These data will be useful for better understanding of molecular mechanisms of rabies and for differentiation of
its paralytic and furious forms.
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H INTRODUCTION

Rabies remains an important public health problem in some
regions as a fatal outcome is expected in almost all cases once
symptoms and signs develop. Only three survivors with no or
nonsignificant complications have been reported, all of which
were associated with bat variants." > Comparing between dog-
and bat-related rabies, patients who are associated with dog
variants exhibit more unique clinical manifestations, including
paralytic and furious forms. Also, a lesser degree of immune
response to rabies virus has been shown in dog-associated cases.*

v ACS Publications ©2011 american chemical Society

None of the patients with dog-associated rabies in Thailand,
Cambodia and Africa had a positive test for rabies antibody in
cerebrospinal fluid (CSF).>° Additionally, the detection of an
antibody against the rabies virus in serum is also unpredictable in
dog-associated cases. In contrast, CSF and serum levels of the
antirabies antibody appear to be correlated with duration of
survival in bat-associated cases.”
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Comparing the two unique forms of rabies, different anato-
mical involvements of the nervous system have been shown in
patients with paralytic versus furious rabies. In the paralytic form,
peripheral nerve axonopathy or myelinopathy, not the defect of
the motor neuron in the spinal cord, is responsible for muscle
weakness.® In furious form, although anterior horn cells of spinal
cord are affected, clinical deficits from these defective cells are not
found and their defects can be detected only by electrophysio-
logical investigations.® Innate immune response in the brain of
paralytic dogs have been detected with a greater degree as
compared to that of furious dogs and is inversely correlated with
the viral amount in the brain.” Also, disturbance of magnetic
resonance imaging (MRI) signals of the brain in the paralytic
form is greater than that of furious rabies-infected patients and
dogs.® The faster time to death is another characteristic of furious
rabies. Despite dissimilarity of clinical manifestations, imaging
features, clinical courses and the amount of viral load in the brain,
they share similar pathologies of the central nervous system
(CNS), including scant inflammation.*®'°

Lack of apoptosis in the CNS has been shown to be a marker
for virulence of wild-type or street rabies virus in order to escape
immune recognition and to facilitate spreading.' =18 In contrast,
fixed virus, such as the challenged virus standard (CVS) strain,
induces marked degree of apoptosis in the infected neurons."”~*°
Intriguingly, neurons of different regions display diverse degrees
of resistance to cell death. It has been demonstrated that motor
neurons of spinal cord resist to apoptosis and cytolysis, and
remain functioning several days after CVS infection.”' However,
hippocam2pa1 neurons become apoptotic shortly after the
infection.”! Midline CNS structures, that is, thalamus, brainstem,
basal ganglia and spinal cord, have been shown to be preferen-
tially infected with rabies in both humans and dogs.”'*** There-
fore, the survival of neurons may depend not only on the viral
strain but also on differential site-specific responses.

Despite the aforementioned knowledge on rabies, its molec-
ular mechanisms remained unclear. We therefore performed a
proteomic study of three regions of the CNS, including the
hippocampus, brainstem and spinal cord, of dogs naturally
infected with rabies. Proteins were extracted from CNS tissues
obtained from paralytic and furious dogs and then subjected
to proteomic analysis using two-dimensional gel electrophoresis
(2-DE) compared to the noninfected controls.

B MATERIALS AND METHODS

Sample Collection

The CNS tissues were taken from paralytic (n = 3) and furious
(n = 3) dogs naturally infected with rabies (street strain of
genotype 1; sites of the bite were mainly head and face),” as well
as noninfected controls (# = 6). Each animal was observed at the
Quarantine and Rabies Diagnostic Unit of the Queen Saovabha
Memorial Institute (QSMI). All of the animals were in late-stage
of rabies, and clinical diagnosis of furious and paralytic rabies was
achieved using the criteria reported previously.” The animals
died naturally without receiving any treatment. From each
animal, three locales of the CNS tissues, including the hippo-
campus, brainstem (midbrain, pons and medulla) and spinal
cord, were taken and were saved at —70 °C until used.

Immunoperoxidase Staining of Rabies Antigen
The diagnosis of rabies was confirmed by the presence of
rabies antigen in the CNS tissues. Paraffin-embedded sections of

formalin-fixed tissues (3-um-thick) were stained with antirabies
nucleocapsid polyclonal antibody (Bio-Rad; Marnes-la-Co-
quette, France) at a dilution of 1:80. After rinsing with PBS,
the sections were incubated with a respective secondary antibody
conjugated with horseradish peroxidase in the DAKO EnVision-
System kit (DAKO Corporation; CA) for 30 min. The slides
were then washed with PBS and incubated for 10 min with a
peroxidase substrate containing 0.5 mg/mL diaminobenzidine
(Sigma; St. Louis, MO), 30% H,0, and 1 M imidazole in Tris-
HCI buffer. After rinsing by tap water, the tissues were counter-
stained with hematoxylin.

Protein Extraction

The tissues were briskly frozen in liquid nitrogen, ground to
powder, resuspended in a buffer containing 7 M urea, 2 M
thiourea, 4% 3-[(3-cholamidopropyl) dimethyl-ammonio]-1-
propanesulfonate (CHAPS), 120 mM dithiothreitol (DTT),
2% (v/v) ampholytes (pH 3—10) and 40 mM Tris-base, and
incubated at 4 °C for 30 min. Unsolubilized nuclei, cell debris,
and particulate matters were removed by a centrifugation at
10000 rpm, 4 °C for 5 min. Protein concentrations were
determined by the Bradford method using Bio-Rad protein assay
(Bio-Rad Laboratories; Hercules, CA).

Two-Dimensional Gel Electrophoresis (2-DE)

For the controlled group, each gel was derived from each
sample (n = 6 gels/region). For the paralytic and furious groups,
duplicated 2-D gels were derived from each sample to have 6 gels/
region in each group. Overall, a total of 54 gels were analyzed in this
study. For each 2-D gel, Immobiline DryStrip (nonlinear pH
gradient of 3—10, 7 cm long; GE Healthcare, Uppsala, Sweden)
was rehydrated overnight with an equal amount of 150 ug of total
protein that was premixed with a rehydration buffer containing 7 M
urea, 2 M thiourea, 2% CHAPS, 2% (v/v) ampholytes (pH 3—10),
120 mM DTT, 40 mM Tris-base, and bromophenol blue (to make
the final volume of 150 uL per strip). The first dimensional
separation or isoelectric focusing (IEF) was performed in Ettan
IPGphor III System (GE Healthcare) at 20 °C, using a stepwise
mode to reach 9083 Vh with limiting current of 50 mA/strip. After
completion of the IEF, the strips were first equilibrated for 15 min
in an equilibration buffer containing 6 M urea, 130 mM DTT,
112 mM Tris-base, 4% SDS, 30% glycerol and 0.002% bromophe-
nol blue, and then in another similar buffer that replaced DTT with
135 mM iodoacetamide, for a further 15 min. The second
dimensional separation was performed in 12% polyacrylamide gel
using SE260 mini-Vertical Electrophoresis Unit (GE Healthcare)
at 150 V for approximately 2 h. The resolved protein spots were
stained with SYPRO Ruby fluorescence dye (Invitrogen/Molecular
Probes; Eugene, OR) overnight and then visualized using Typhoon
9200 laser scanner (GE Healthcare).

Spot Matching and Quantitative Intensity Analysis

Image Master 2D Platinum software (GE Healthcare) was
used for matching and analysis of protein spots in 2-D gels.
Parameters used for spot detection were (i) minimal area =
10 pixels; (ii) smooth factor = 2.0; and (iii) saliency = 2.0. A
reference gel was created from an artificial gel combining all of
the spots presenting in different gels into one image. The
reference gel was then used for determination of existence and
difference of protein expression between gels. Background sub-
traction was performed, and the intensity volume of each spot
was normalized with total intensity volume (summation of the
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intensity volumes obtained from all spots within the same 2-D
gel).

Statistical Analysis

All the quantitative data are reported as mean &= SEM.
Intensity volumes of individual spots matched across different
gels were compared among groups by multiple comparisons
using one-way analysis of variance (ANOVA) with Tukey’s
posthoc test (SPSS; version 13.0). P values less than 0.05 were
considered as statistical significant. Significantly different protein
spots were subjected to in-gel tryptic digestion and identification
by mass spectrometry.

In-Gel Tryptic Digestion

All of the protein spots whose intensity levels significantly
differed among groups were excised from 2-D gels, washed twice
with 200 uL of 50% acetonitrile (ACN)/25 mM NH,HCO;
buffer (pH 8.0) at room temperature for 15 min, and then
washed once with 200 4L of 100% ACN. After washing, the
solvent was removed, and the gel pieces were dried by a
SpeedVac concentrator (Savant; Holbrook, NY) and rehydrated
with 10 uL of 1% (w/v) trypsin (Promega; Madison, WI) in
25 mM NH4HCO;. After rehydration, the gel pieces were
crushed and incubated at 37 °C for at least 16 h. Peptides were
subsequently extracted twice with 50 uL of 50% ACN/5%
trifluoroacetic acid (TFA); the extracted solutions were then
combined and dried with the SpeedVac concentrator. The
peptide pellets were resuspended with 10 4L of 0.1% TFA and
purified using ZipTipc;s (Millipore; Bedford, MA). The peptide
solution was drawn up and down in the ZipTipc;g 10 times and
then washed with 10 #L of 0.1% formic acid by drawing up and
expelling the washing solution 3 times. The peptides were finally
eluted with 5 4L of 75% ACN/0.1% formic acid.

Protein Identification by Q-TOF MS and MS/MS Analyses

The trypsinized samples were premixed 1:1 with the matrix
solution containing S mg/mL a-cyano-4-hydroxycinnamic acid
(CHCA) in 50% ACN, 0.1% (v/v) TFA and 2% (w/v) ammo-
nium citrate, and deposited onto the 96-well MALDI target plate.
The samples were analyzed by Q-TOF Ultima mass spectro-
meter (Micromass; Manchester, U.K.), which was fully auto-
mated with predefined probe motion pattern and the peak
intensity threshold for switching over from MS survey scanning
to MS/MS, and from one MS/MS to another. Within each
sample well, parent ions that met the predefined criteria (any
peak within the m/z 800—3000 range with intensity above 10
count = include/exclude list) were selected for CID MS/MS
using argon as the collision gas and a mass dependent =5 V
rolling collision energy until the end of the probe pattern was
reached. The MS and MS/MS data were extracted and outputted
as the searchable .txt and .pkl files, respectively, for indepen-
dent searches using the MASCOT search engine (http://www.
matrixscience.com), assuming that peptides were monoisotopic.
Fixed modification was carbamidomethylation at cysteine resi-
dues, whereas variable modification was oxidation at methionine
residues. Only one missed trypsin cleavage was allowed, and
peptide mass tolerances of 100 and 50 ppm were allowed
for peptide mass fingerprinting and MS/MS ions search,
respectively.

Western Blot Analysis

Proteins derived from CNS tissues (with an equal amount of
20 ug) were resolved in 12% SDS-PAGE and then transferred
onto a nitrocellulose membrane (Whatman; Dassel, Germany)

Spinal Cord

Figure 1. Immunoperoxidase staining of rabies antigen. Hippocampus,
brainstem and spinal cord from noninfected dogs and those naturally
infected with rabies (both paralytic and furious forms) were subjected to
immunohistochemical study for rabies antigen using polyclonal anti-
body against rabies nucleocapsid as the primary antibody and hematox-
ylin as the counterstain. Immunoreactive locales of rabies nucleocapsid
are shown in brown, whereas nuclei are illustrated in blue.

using a semidry transfer apparatus (Bio-Rad; Milano, Italy) at
75 mA for 1 h. Nonspecific bindings were blocked with 5% skim
milk in PBS at room temperature for 1 h. The membrane was
then incubated with mouse monoclonal antitubulin a1 or anti-
HSP90 (Santa Cruz Biotechnology; Santa Cruz, CA) (1:1000 in
5% skim milk/PBS) at 4 °C overnight. Thereafter, the membrane
was washed three times with PBS and further incubated with
rabbit antimouse IgG conjugated with horseradish peroxidase
(DAKO; Glostrup, Denmark) (1:2000 in 5% skim milk/PBS)
at room temperature for 1 h. The immunoreactive bands were
then visualized by SuperSignal West Pico chemiluminescence
substrate (Pierce Biotechnology, Inc.; Rockford, IL) and
autoradiography.

Global Protein Network Analysis

All of the significantly altered proteins in individual CNS
regions of dogs naturally infected with rabies were subjected to
global protein network analysis using Ingenuity Pathways Anal-
ysis (IPA) tool by Ingenuity Systems (http://www.ingenuity.
com) to query each identified protein to other identified proteins
and scientific findings curated from the literature relating to
genes, cells, diseases, drugs and other biological entities, as
described previously.*® Finally, relevant network(s) or pathway(s)
of interacting proteins are reported.

B RESULTS

We investigated changes in tissue proteomes of the hippo-
campus, brainstem and spinal cord of paralytic (n = 3) and
furious (n = 3) dogs naturally infected with rabies compared to
the noninfected controls (n = 6). Rabies infection was confirmed
in paralytic and furious dogs by positive immunoperoxidase
staining of rabies nucleocapsid protein in their CNS tissues (as
illustrated in brown in Figure 1). Proteins were extracted from
these tissues and analyzed by 2-DE (n = 6 gels/region for each
group, with or without replication of individual samples; a total of
54 gels were analyzed). From >1000 protein spots visualized in
each gel, spot matching, quantitative intensity analysis, and
ANOVA with Tukey’s posthoc multiple comparisons revealed
32, 49, and 67 protein spots that were differentially expressed
among the three clinical groups in the hippocampus (Figure 2),
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Hippocampus

Figure 2. 2-D proteome maps of differentially expressed proteins in hippocampus of dogs naturally infected with rabies. Proteins that significantly
differed among groups, including noninfected control, paralytic form of rabies and furious form of rabies, are labeled with numbers that correspond to
those reported in Tables 1 and 2, and Supplementary Table S1 (Supporting Information).

Brainstem

Figure 3. 2-D proteome maps of differentially expressed proteins in brainstem of dogs naturally infected with rabies. Proteins that significantly differed
among groups, including noninfected control, paralytic form of rabies and furious form of rabies, are labeled with numbers that correspond to those
reported in Tables 1 and 2, and Supplementary Table S2 (Supporting Information).

brainstem (Figure 3) and spinal cord (Figure 4), respectively.
These differentially expressed proteins were then identified by
Q-TOF MS and/or MS/MS analyses. Their mass spectrometric
data (identities, identification scores, sequence coverage, number
of matched peptides, isoelectric point or pI, molecular weight or
MW, etc.), quantitative intensity data, and p values obtained from
ANOVA as well as Tukey’s posthoc multiple comparisons are
summarized in Supplementary Tables S1—S3 (Supporting In-
formation), respectively.

These identified proteins were classified into 11 main categories,
namely antioxidants, apoptosis-related proteins, cytoskeletal pro-
teins, heat shock proteins/chaperones, immune regulatory proteins,
metabolic enzymes, neuron-specific proteins, transcription/transla-
tion regulators, ubiquitination/proteasome-related proteins, vesicu-
lar transport proteins, and hypothetical proteins (Figure 5). Among
these, the top three of most changes (in terms of number of
differentially expressed proteins in each functional category) were
metabolic enzymes (32%), vesicular transport (20%) and cytoskel-
etal proteins (15%), respectively (Figure S). Some proteins were
identified as more than one form of the same protein. For example,
annexin A2 was identified from spots #1215 and #1408 derived from

the spinal cord with a slight difference of their molecular masses in
the 2-D proteome map (spot #1215 had a slightly greater molecular
mass) (Figure 4). Similarly, annexin A6 was identified from both the
hippocampus (spot #258) and brainstem (spot #246) with a slight
difference of their molecular masses in the 2-D proteome map (spot
#258 had a slightly greater molecular mass) (Figures 2 and 3). These
were most likely due to post-translational modifications (PTMs) or
cleavage that could alter molecular masses, isoelectric goints and
cellular function of different forms of the same protein.

Some of differentially expressed proteins identified by pro-
teomic study were validated by Western blot analysis, including
significant increase of tubulin a1 in the brainstem of paralytic
dogs (Figure 6A), significant increase of heat shock protein 90
(HSP90) in the brainstem of paralytic dogs (Figure 6B), and
significant decrease of HSP90 in the spinal cord of furious dogs
(Figure 6C). Moreover, all of the significantly altered proteins
were subjected to global protein network analysis. Using the
Ingenuity Pathway Analysis (IPA) tool, there were four impor-
tant functional networks detected in differentially expressed
proteins in CNS tissues of dogs naturally infected with rabies.
These include Network I, Gene expression, cellular development,
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Spinal Cord

Figure 4. 2-D proteome maps of differentially expressed proteins in spinal cord of dogs naturally infected with rabies. Proteins that significantly differed
among groups, including noninfected control, paralytic form of rabies and furious form of rabies, are labeled with numbers that correspond to those
reported in Tables 1 and 2, and Supplementary Table S3 (Supporting Information).
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Figure 5. Summary of all differentially expressed proteins in the hippocampus, brainstem and spinal cord of dogs naturally infected with rabies. These
significantly differed proteins were classified based on their molecular functions. More details of individual proteins, including mass spectrometric data
(identities, identification scores, sequence coverage, number of matched peptides, isoelectric point or pI, molecular weight or MW, etc.), quantitative
intensity data, and p values obtained from ANOVA as well as Tukey’s posthoc multiple comparisons are summarized in Supplementary Tables S1—S3

(Supporting Information).

growth and proliferation (in hippocampus) (Figure 7A); Network
II, Drug and lipid metabolism (in brainstem) (Figure 7B); Net-
work III, Genetic disorder and small molecule biochemistry
(in spinal cord) (Figure 7C); and Network IV, Neurological
disease, energy production and nucleic acid metabolism (in spinal
cord) (Figure 7D).

W DISCUSSION

Natural infection of rabies virus in dog is an ideal animal model
for studying the pathogenesis of rabies.” Paralytic and furious
manifestations can be found in rabies-infected dogs, resembling
those of humans. Our results indicate that paralytic and furious
rabies had a marked degree of alterations in their proteome profiles
of three different locales of the CNS, including the hippocampus,
brainstem and spinal cord, as compared to the noninfected
controls. The differentially expressed proteins were involved in
many biological processes in response to stress and to the process
of rabies viral infection (Figure S).

4915

Among 11 main functional categories of significantly altered
proteins affected by rabies, some functional groups drew our
attention as they might be directed to better understanding of the
molecular mechanisms of rabies (both paralytic and furious
forms). These included: (i) antioxidants, (ii) apoptosis-related
proteins; (iii) cytoskeletal proteins; (iv) heat shock proteins/
chaperones; (v) immune regulatory proteins; and (vi) neuron-
specific proteins (Table 1). Functional significance and potential
roles of these proteins are highlighted as follows.

(i). Antioxidants

Oxidative stress has been reported in rabies.”> >’ Jackson and
colleagues®® have demonstrated that rabies virus infection in
cultured DRG neurons derived from adult mice caused axonal
injury through oxidative stress. Protective proteins (i.e., anti-
oxidants) have been shown to be up-regulated to counteract the
oxidative stress induced by rabies infection.” In vivo, oxidative
stress may explain previous observations of the neuronal degen-
eration processes in the study of transgenic mice.** In our present
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Figure 6. Western blot analysis. Some of the proteomic data were
validated by Western blot analysis, including (A) significant increase of
tubulin a1 in brainstem of paralytic dogs, (B) significant increase of heat
shock protein 90 (HSP90) in brainstem of paralytic dogs, and (C)
significant decrease of HSP90 in spinal cord of furious dogs. * = p < 0.05
compared to controls. See also Table 1 and Supplementary Tables
S1—S3 (Supporting Information).

study, we found both up- and down-regulations of antioxidants in
the brainstem and spinal cord of paralytic dogs and down-
regulation of one antioxidant protein in the spinal cord of furious
dogs (Table 1). These data implicate that the disease process
might be at the later stage than antioxidants could handle
to protect the CNS from oxidative stress (i.e., irreversible

deterioration stage). Analysis of the brains at an earlier stage will

be helpful to address this hypothesis.

(ii). Apoptosis-related Proteins

Even with severe clinical entities of both paralytic and furious
dogs, there were only 1—2 apoptosis-related proteins that were
significantly altered in each region of the CNS, including two
forms of annexin A2, two forms of annexin A6, and cytochrome
P450 2B12 (CYPIIB12) (Table 1). These data were consistent
with previous findings, demonstrating that apoptosis was almost
undetectable in wild-type rabies virus infection.'''® Interest-
ingly, one form of annexin A2 (spot #1215; full-length) was up-
regulated in the spinal cord of paralytic dogs, whereas another
form (spot #1408; cleavage or fragmented) was down-regulated
in the spinal cord of furious dogs. Similarly, one form of annexin
A6 (spot #258; full-length) was up-regulated in the hippocampus
of furious dogs, whereas another form (spot #246; cleavage or
fragmented) was down-regulated in the brainstem of furious
dogs. These disparate results underscore the important role of
PTMs and/or cleavage on the functional roles of differential
forms of the same protein.”"

(iii). Cytoskeletal Proteins

Most of cytoskeletal proteins were down-regulated in the CNS
of paralytic and furious dogs (Table 1). The decreased amount of
cytoskeletal proteins is likely the result of CNS damage by rabies
virus infection. These data were consistent with those reported in
our previous studies on magnetic resonance imaging of the brains
of furious and paralytic dogs during an early stage, which showed
tract integrity and macro-structural damage in the brainstem of
paralytic rabies and in the cerebral cortex of furious rabies.** This
process undoubtedly led the animals to further stage with wide-
spread extent of CNS damage, thereby coma and death. In
contrast, two forms of glial fibrillary acidic protein (GFAP),
tubulin alpha-1 isoform 9, vinculin and xin actin-binding repeat
containing 2 isoform 1 were up-regulated. These increases might
be due to reorganization of cytoskeletal assembly in the CNS as a
part of host response to the CNS infection. However, as there
were much fewer up-regulated proteins, this compensatory
mechanism failed to cope with the deterioration of CNS damage
by rabies virus.

(iv). Heat Shock Proteins/Chaperones

Heat shock proteins or chaperones play important roles in
cellular stress responses, protein folding (to ensure the proper
protein conformation), and presentation of antigens for the
immune system.’>** In rabies, heat shock proteins, especially
heat shock protein 70 kDa (Hsp70), are known as the functional
molecules for replication found in Negri body, working in
concert with Toll-like receptor 3 (TLR3) and ubiquitylated
proteins.>* 7 Our data showed up-regulation of Hsp70 in spinal
cord of paralytic dogs. In addition to Hsp70, there were many
heat shock proteins or chaperones that were significantly altered
in the CNS tissues of both paralytic and furious dogs. However,
their levels were either increased or decreased (Table 1). These
disparate results might be due to the balance between deterio-
rated effects of virus infection and their counter-balances as the
compensatory mechanisms of the host to cope with diseases/
disorders.

(v). Immune Regulatory Proteins

There were concordant changes in immune regulatory pro-
teins in CNS tissues of both paralytic and furious dogs. These
included up-regulation of immunoglobulin heavy chain in the

4916 dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924
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Figure 7. Global protein network analysis. Using the Ingenuity Pathways Analysis (IPA) tool, there were four important functional networks detected in
differentially expressed proteins in CNS tissues of dogs naturally infected with rabies. These include (A) Network I, Gene expression, cellular
development, growth and proliferation (in hippocampus); (B) Network II, Drug and lipid metabolism (in brainstem); (C) Network III, Genetic
disorder and small molecule biochemistry (in spinal cord); and (D) Network IV, Neurological disease, energy production and nucleic acid metabolism

(in spinal cord).

brainstem of paralytic dogs and up-regulations of interferon
alpha-4 and SARM1 protein in the hippocampus of furious dogs
(Table 1). Our data were consistent with the previous findings,
indicating the involvement of innate immune response in the
brain of rabies-infected dogs.”

(vi). Neuron-specific Proteins

Collapsin response mediator proteins (CRMPs) are members
of the family of cytosolic phosphoproteins. They are strongly
expressed throughout the developing nervous system.*® CRMP-
2 has been shown to bind with tubulin heterodimers and
promote microtubule assembly, thereby enhancing axonal
growth and branching. 3 CRMPZ can induce neuronal differ-
entiation in hippocampal cultures.* In addition, CRMP-2 is also
expressed in immune cells and plays a crucial role in T lympho-
cyte migration as the increased expression of CRMP-2 is
associated w1th the increase in migratory rate of peripheral T
lymphocytes.*" Therefore, CRMP2 expression may serve as an
indicator for neuroinflamation.** Interestingly, we found that
CRMP-2 was down-regulated in the spinal cord of both paralytic
and furious forms of rabies but was up-regulated in the brainstem
of paralytic dogs (Table 1). These data might be evidence of

ingression of activated T cells in the brainstem, consistent with
our observation that inflammatory T cells could be demonstrated
only in the brainstem of paralytic rabies (Shuangshoti et al,
unpublished data).

Global protein network analysis of all differentially expressed
proteins in CNS tissues of dogs naturally infected with rabies
using the IPA tool revealed four important functional networks
detected in these affected tissues. In the hippocampus, Network I
associated with gene expression, cellular development, growth
and proliferation was observed (Figure 7A), consistent with the
data reported in previous studies indicating that several genes
involved in cell growth and proliferation are altered in the
hippocampus upon rabies virus infection.*>** In the brainstem,
Network IT associated with drug and lipid metabolism was found
(Figure 7B). Although a few proteins (e.g., annexin, HSP90, H"
ATPase) in this network have been found to be altered in
rabies- 1nfected CNS tissues in previous genomic/proteomic
studies,"** other altered proteins in this network are novel
and deserve further investigations to address their functional
significance in drug and lipid metabolism upon rabies virus
infection. In the spinal cord, two protein networks involved in
rabies were identified, including Network III associated with

4917 dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924
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Table 1. Some Interesting Changes in Furious and Paralytic Dogs Compared to Noninfected Controls®

protein name

150 kDa oxygen-regulated protein precursor
(Orp150) (Hypoxia up-regulated 1)

Glutathione S-transferase Mu 3 (GSTM3—3)
(GST class-mu 3) (hGSTM3—3) isoform 1

Oxygen-regulated protein 1; AltName: Full=Retinitis
pigmentosa RP1 protein homologue

Peroxiredoxin 1

Annexin A2

Annexin A2

Annexin A6 (Annexin VI) (Lipocortin VI) (P68) (P70)
(Protein IIT) (Chromobindin 20) (67 kDa calelectrin)
(Calphobindin-II) (CPB-II) isoform 2

Annexin A6 (Annexin VI) (Lipocortin VI) (P68) (P70)
(Protein III) (Chromobindin 20) (67 kDa calelectrin)
(Calphobindin-II) (CPB-II) isoform 2

Cytochrome P450 2B12 (CYPIIB12)

Dynamin
Fascin 1
Glial fibrillary acidic protein, astrocyte

(GFAP) isoform 1
Glial fibrillary acidic protein, astrocyte (GFAP) isoform 1
Myosin, heavy chain 2, skeletal muscle, adult
Nebulin-related anchoring protein isoform 2
NEFM protein
Neurofilament, heavy polypeptide 200 kDa
Septin-8
TUBB2B protein
Tubulin, alpha-1 isoform 9
Tubulin, alpha-2 chain (Alpha-tubulin 2) isoform 7
Vinculin (Metavinculin)

Xin actin-binding repeat containing 2 isoform 1

Alpha-Crystallin B chain (Alpha(B)-Crystallin)

Alpha Crystallin B chain (Alpha(B)-Crystallin)
(Rosenthal fiber component) (Heat-shock
protein beta-S) (HspBS) isoform 1

Alpha Crystallin B chain (Alpha(B)-Crystallin)
(Rosenthal fiber component)
(Heat-shock protein beta-S) (HspBS) isoform 1

DnaJ (Hsp40) homologue, subfamily C, member
15 (predicted), isoform CRA_b

Heat shock cognate 71 kDa protein
(Heat shock 70 kDa protein 8)

Heat shock protein 90 kDa beta, member 1

Heat shock protein 90 kDa beta, member 1

Heat shock protein beta-1

Heat shock protein beta-1

spot no.

73

807

157

932

NCBI ID region
Antioxidants
gi|73955046 Spinal cord
gi|57088159 Brainstem
gi|62900882 Spinal cord
gi[4505591 Spinal cord

Apoptosis-related proteins

1215 gi|18645167 Spinal cord
1408 gi|50950177 Spinal cord
246 gi|73953627 Brainstem
258 gi|73953627 Hippocampus
192 8i[62639273 Hippocampus
Cytoskeletal proteins

164 gi|181849 Hippocampus
366 gi[4507115 Brainstem
459 gi|73965500 Spinal cord
602 gi|73965500 Spinal cord
208 gi|115947178 Brainstem

132 gi|114632883 Brainstem
1185 gi|148342538 Spinal cord
37 850979202 Brainstem
460 gi|73971156 Spinal cord
1000 gi|133778299 Hippocampus
579 gi|73996547 Brainstem
623 gi|73996522 Brainstem
1259 gi|73953587 Spinal cord
1260 gi|66841385 Spinal cord

Heat shock proteins/chaperones

960
895

1385

1055

327

96
182
874
1512

gi|149716488 Spinal cord
gi|57085977 Brainstem

gi|57085977 Spinal cord
gi| 149050007 Spinal cord
gi|123647 Spinal cord
gi|50979166 Brainstem

gi|50979166 Spinal cord
gi|50979116 Spinal cord
gi|50979116 Spinal cord

alterations (vs control)

paralytic (P)

Tb

Tb

lh

lb

NS
Tb
NS

NS

lb

lb
lb
NS

NS
lb
v
b
b
I

NS
yo
b
yo
y

lb

NS

Tb

lb

Tb

Tb
NS
NS

Tb

furious (F)

NS

NS

NS

lb

lb
NS
lb

Tb

NS

NS
NS
o

Tb
NS
lb
Tb
ll:
lb
lb
NS
NS
Tb
NS

Tb
Tb

Tb

lb

NS

NS
lb
Tb

NS
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Table 1. Continued

protein name spot no.

alterations (vs control)

Immune regulatory proteins

Immunoglobulin heavy chain variable region 1023
Interferon alpha 4 107
SARMI protein 1359

Neuron-specific proteins

Dihydropyrimidinase related protein-2 364
(DRP-2) (CRMP-2) isoform 6 (Turned on after
division, 64 kDa protein) (TOAD-64)
(Collapsin response mediator protein 2)

Dihydropyrimidinase related protein-2 (DRP-2) 314
(Turned on after division, 64 kDa protein)
(TOAD-64) (Collapsin response
mediator protein 2) (CRMP-2) isoform 6

Dihydropyrimidinase related protein-2 (DRP-2) 373
(Turned on after division, 64 kDa protein)
(TOAD-64) (Collapsin response mediator protein 2)
(CRMP-2) isoform 4

Dihydropyrimidinase related protein-2 (DRP-2) 375
(Turned on after division, 64 kDa protein)
(TOAD-64) (Collapsin response
mediator protein 2) (CRMP-2) isoform 6

Dihydropyrimidinase related protein-2 (DRP-2) 382
(Turned on after division, 64 kDa protein)
(TOAD-64) (Collapsin response
mediator protein 2) (CRMP-2) isoform 6

NCBI ID region paralytic (P) furious (F)
gi|112700066 Brainstem 1 NS
gi|18767673 Hippocampus NS 1
gi|114325428 Hippocampus NS 1
gi[73993705 Spinal cord NS ¥
gi[73993705 Brainstem 1 NS
gi|73993699 Spinal cord ¥ v
gi[73993705 Spinal cord i ¥
gi|73993705 Hippocampus NS 1

“NCBI = National Center for Biotechnology Information. ! = Increased levels as compared to the control (non-infected). ¥ = Decreased levels as

compared to the control (non-infected). b p < 0.05 vs control.

genetic disorder and small molecule biochemistry (Figure 7C)
and Network IV associated with neurological disease, energy
production and nucleic acid metabolism (Figure 7D). Similar to
the findings for Network II, most of the altered proteins in
Network IIT and Network IV are novel and their roles in rabies
should be further elucidated.

Interestingly, there were five proteins that were undetectable
in spinal cord of the controlled animals, but were detectable in
spinal cord of both paralytic and furious forms of rabies, including
one form of vinculin (spot #1259), thymopoietin II (spot
#1283), hypothetical protein (spot #1342), a form of beta globin
(spot #1344), and heat shock protein beta-1 (spot #1512)
(Figure 4 and Supplementary Table S3, Supporting In-
formation). These proteins might be involved in the pathogen-
esis and neurological manifestations of rabies. Furthermore, this
phenomenon (the presence of newly expressed proteins in CNS
tissues of rabies-infected animals) was observed only in the spinal
cord, not in the hippocampus or brainstem.

In addition, we also focused our attention to significant
differences between the two forms of rabies in individual CNS
tissues, as these data may lead to further identification of tissue
biomarkers for differentiation of these two distinct clinical
entities of rabies and may also facilitate understanding of factors
determining clinical manifestations of rabies. All of these sig-
nificant differences are summarized in Table 2. A total of 13, 17,
and 41 proteins in the hippocampus, brainstem and spinal cord,

respectively, significantly differed between paralytic and furious
forms. Among these, the most obvious differences were the
absence of one form of carbonic anhydrase I (spot #1395),
astrocytic GFAP isoform 2 (spot #445), NADH dehydrogenase
(ubiquinone) Fe—S protein 1 (7S kDa precursor, isoform 1)
(spot #283), and N-ethylmaleimide sensitive fusion protein
attachment protein beta (spot #735) in the spinal cord of furious
dogs and, vice versa, the absence of oxygen-regulated protein 1
(spot #157) and rCG47063 (spot #158) in the spinal cord of
paralytic dogs (Figure 4 and Table 2). Again, this phenomenon
(the absence of some proteins in CNS tissues of one form of
rabies compared to the other form) was observed only in the
spinal cord, not in the hippocampus or brainstem. These proteins
may potentially be “tissue biomarkers” to differentiate the two
distinct forms of rabies. However, for clinical diagnostics, further
investigations are needed to validate these “tissue biomarkers” in
body fluids (i.e., plasma/serum and cerebrospinal fluid, which are
easier to access and obtain from patients) to find the “more
practical” biomarkers that can really be used in routine clinical
practice.46

There is a previous proteomics study on CVS rabies virus
infection in mammalian kidney cells.>’ In this previous study, a
baby hamster kidney cell line (BHK-21) was infected with CVS
rabies virus and alterations in the cellular proteome were
identified by 2-DE followed by liquid chromatography (LC)
coupled to MS/MS. Limited but significant changes were found

4919 dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924



Journal of Proteome Research

60700

1+70°0
86000
10000
$000°0

€610°0
91700

0200

9t€0°0
01+0°0

T1€0°0
91000
€1€0°0

61000
87000
1,200

$600°0
06£0°0
L0000
01000

HISAY!

SN

SN
SN
SN
SN

LT10°0
SN

80€0°0

95+0°0
SN

+¥800°0
L0000
76000

1+10°0
81000
90+0°0

SN

SN

SN
+¥100°0

®ISAH

ST10°0

€9€0°0

90000

9900°0
SN

SN
SN

SN

SN
SN

SN
SN
SN

SN
SN
SN

SN

SN
11100

SN

) Bl

suostredwod apdnmur

9L00°0

09100
L0000
10000
8000°0

8L00°0
05200

0¥¥0°0

$TT00
S6£0°0

€L00°0
+000°0
8,000

81000
60000
8100

97100
08+0°0
80000
+000°0

anpea d YAONV

TLOO0 F 9¥80°0

¥700°0 F 6€£€0°0
¥¥20°0 F T0TT0
1100 F ++670
€650°0 F S€TS0

€200°0 F 95+0°0
€900°0 F 8TIT0

9110°0 F S€S0°0

S810°0 F 0TI#0°0
L6000 F 9600

T970°0 F 20TH'0
6¥00°0 F S790°0
10100 F 6£¥1°0

1LT0°0 F 208T0
000 F SYOT'0
8%10°0 F 1TCI0

P00 F TELSO
9S00°0 F €£10°0
T800°0 F ISTI'0
0180°0 F 9679°S

[4] snoumy

LETO0 F 68CT°0

81100 F 66900
SE€00 F LLEEO
1200 F €L60°0
06000 F 99¥7°0

¥L00°0 F TTLOO
6¥20°0 F S8LT0

0€00°0 F 08100

1+00°0 F L0600
§S00°0 F €290°0

TLT00 F T86T0
0S00°0 F 8S€0°0
9900°0 F 901T°0

Y0100 F LSYT'O
0100 F 95¥0°0
8800 F 00ST0

¥L10°0 F 019T°0
TT00°0 F LS€00
#1000 F 86£0°0
TLITO F T8LT'E

[d] ondered

L8000 F 20800

LLOO'0 F S9€0°0
19000 F TTLTO
S6T0°0 F 0€TT0
SHE0'0 F 968¢€°0

1L00°0 F 6€L0°0
L9000 F 8¥€T0

wjsurerqg

81100 F I€20°0

LOTO0 F 18800
9010°0 F 96900

£€9¢€0°0 F 00470
L700°0 F 0£€0°0
9L00°0 F ¥€0T°0

¥ST0°0 F 8LLT'O
6£10°0 F ¥7+0°0
8700 F 60¥T0

000T°0 F TLOt'0
§S00°0 F €500
1800°0 F 0CIT'0
0T19°0 F 09LT¢
sndureooddriyy

WL [o1u0d

(NES F ueawr) ysuajur

,S3IqeY dNA[ereJ pue snoLn] UdIMId( SIDUIPI( JuedyrusIg jo Areurung g dqe,

80S

871
¥SL
1829
8¢¢

9o
06

6SET

S6
901

888
¥9C
LOT

009
L9TT
9¢L

1LE
SSt
761
+801

‘ou jods

TETH965L)18

SHOYOT6ST[18
€T9TTTH6T[1B
078€665L[13
078£665L[13

L79€565L[1B
078696€L[13

STHSTEPTT[1B

L68T86€L|18
9c01L6€L[18

L6¥986€L[18
16¥196091[18
€£9.9.81[18

Te86v6eL|B
£089t6¢L[18
78890£0¢[18

L69€665L[13
86v9665L[18
€L76£979|18
LOSETILS|1B

dI I9ON

T wojost (D-4)
?_mau g ‘Oseuny uiummHUv ad£y-g aseuny sunear)
urre3ayy Jey uf Jeaday Surpurg -puedry
YoRJ-auralsk)) YYPM,T, YT, JO 2INONIG Uonn[o§ v urey)
7 WIojost By £9 urajoid [ewosonua))
7 WHIOJOST 7 wirojost ‘g Jrunqns A ‘Suniodsuen +H 9sed v
7 WIOJOST 7 wirojost ‘g Jrunqns A ‘Suniodsuen +H ‘9sed v
T wi10jost (1-4dD) A:.Eﬁcﬁo&&mUv (ummosa[Ed B L9)
(0T wpurqowory))) (111 w23I01d) (0Ld)
(89d) (1A un100drT) (1A UXeUUY) Y UKSUUY
4 wojost 7 uejord pajepI-undy

upjoxd TIATYVS
T wiojost (g0 d) (9sejdxoqies Smanifg)
Tosmoa1d [errpuoydojr ‘ose[Axoqred ajeanif
1 WI0JOSI $SJI06D) UII0IJ
[ wiojost (g-4mIN)
(g 103005 SupuEYUS [22 D[R] [EINEN])
(@4d) (VS.L) (u3oxd jueprxonue oyads-jory,)
(1 aseponpaz sprxorad juspuadap-urxopaiory,)
(1 9seprxo1ad UXOPIION],) T UXOPIIXOIdJ
1 uneI[
} eydpe uozayrayuy
1 wiojost g jrungns eydre
‘(0)D ure3o1d Surpuig-sprospnu suruens)
SSEUTUIESp SUTUENI)
ujord 0T MXAA
€ wwIojost (T-JINNMD)
(T ureyoid 103erpawr dsuodsar ursde[j0D) ($9-AVO.L)
(urzo1d e 9 ‘UOISIAIP I93je UO pauInT)
(-4 Q) 7-uryoad payepar aseurpruiLdoIpAyiq
11 2d£y unersyoidD
(TT9IdAD) TIGT 0SPd dWoIyr0IL)
urqo3 ejag

swreu urajord

dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924

4920



T wiojost (ase[opye ady-urerq)

STH0'0 SN 0S000 $S00°0 YSPO'0 F SOLEOD  80TO0 FHHETO  T6EO'0 F LEEHO 679 LLTT60LS[1B D asejop[e ayeydsoydsiq-asoionig

6v700 SN SN 67€0°0 0TI00 F 0TLT0 66200 F 10810 6610°0 F 18810 $90T ¥8$887€CT[13 (Pe1sto120 °G) -] aseYIuLs duIpLMOIPAYI

71200 SN SN 700 86700 F 01€€0 67€0°0 F T9LT°0 +8€0°0 F S08T'0 801 S65HSTOP[13 ¢ oqrp-oseurpruriédorpAyrq

87000 SN SN L£000 6£10°0 F 6£10°0 6LT0°0 F S6¥T1°0 L6100 F S€60°0 18 £908S6¢L[13 T wiaojost upde-e3aq drwse[doid)
T woyost (JD-d)

£€00°0 £600°0 SN €200°0 9650°0 F 99990 €700 F 6L1F0 0620°0 F LOS+'0 6LS TeTho6eL[13 (ureyp g ‘oseury aunear)) 2d4)-g aseuny sunear)
1 wiojost AMU.mv

¥¥10°0 0€€00 SN 01100 LTSO0 F 17880 19900 F +619°0 0€€0°0 F 9€59°0 €SS TETh96EL[13 (ureyd g ‘oseuny suneai)) adA)-g aseupy sunear)
10smda1d ureyord Surpurq

8€70°0 SN SN 0L£70°0 LLSO0 F 9E€THO 09100 F 699T0  60T0°0 F 9€LED 178 1e€556€L[13 yuauodwodqns b ‘7 yusuodwon yuswardwio

91000 SN #1000 90000 0S00°0 F 05000 0610°0 F 18800 %000 F 1#00°0 IsT1 0€1.88611[13 T wuojost T eydre ‘1A 2d4y ‘waleqon

€1000  £€000°0 SN 70000 $TTO0 F LVLEO  8LTOO FHEITO  ¥610°0 F 8¥8T0 1892 9€590€971 13 £ dureyy Surpear uado T swosowory)

9r10'0 SN SN €L10°0 $610°0 F €S¥T0  T800°0 F LES0'0 L8000 F 64010 69% €£98965L[13 T wIojos ¢ Jrungns ‘14D),L, Sururejuod uuoradey)
(g aseapAyue druoqre)))

8L10°0 £€900°0 SN 8¥00°0 00000 F 00000 69000 F SLYT0 1LS0°0 F 0TLT°0 S6¢€T £00801LS 13 (1°'vD) (I dseyeapAypp 2yeuoqie))) [ dserpAyue druoqre)
® wiIojost p jrungns ‘xodwod

60000 SN 10000 10000 $600°0 F 81670  +110°0 F 95070  9S10°0 F €TI€0 €16 L60801.S|13 04 [erpuoypoyw ‘Suniodsuen +H ‘Gseqiubs gLV

T wojost (SgdsH)
(S-e39q ura3o1d yooys-jesH) (3usuodwod 13qy [eYFUISOY )

1000°0 11000 00000 00000 8¥¥0°0 F 8L61°0 €070°0 F L0SY0 9L00°0 F 9L00°0 S8ET LL6580LS|13 (unreas£rD-(q)eydiy) ureyo g urresséa) eydry
00000 Y00 5000 1000°0 8680°0 F 968L°0 6870°0 F 061T°0 STS00 F +TSS0 096 889TL6HT[1B (unress£rD-(g)eqdy) ureys g unresséay-eydpy
11 waojost (ura3oxd 10309p9
91100 SN SN TST0°0 9T10°0 F 80TT0 L8T0°0 F L8800 0T+0°0 F 80ST°0 6¢€T LT6LLEELIB uonEwIOjsULT) S0J-A ) BES wojoxd [ewosoqu S04
pIoo reurdg
LS00 12€0°0 SN 91200 0SS0°0 F TSTTO LITO0 F LIOT0 1010°0 F 1€60°0 0001 VN paynusprun
+000°0 SN 09€0°0 90000 €170°0 F #5950 80€0°0 F €L6€0 €L10°0 F 906¥°0 €18 VN paynusprun
60000 SN 00000 00000 €200°0 F L7900 07000 F 8¢€€0°0 0L00°0 F L¥LO0 SLT VN pagnudprun
81000 SN 100 ¥L00°0 Y1¥0°0 F S9ST0 1980°0 F+ 097S0 TSY0'0 F T6€T0 6LS L¥S966€L[13 6 waojost T eydpe ‘urnqn,
S000°0 L0000 SN 70000 TLO00 F 06500 LLIO0 F TILTO 0200 F TL9T0 99¢ 05S£69¢L|13 7 103e[N321 UONRWLIONUT JUIIS
= 1€00°0 SN 1000 L0000 T0€0°0 F STSTO 6¥€0°0 F 6ST1+°0 T610°0 F €T€T0 €701 99000£TTT|13 uor8ax d[qerrea urey> £avay urnqojSountuwy
M 8¥C0°0 SN 9100 0100 81100 F 0S8T°0 SLEO0 F 810€°0 0TC0°0 F LT6T0 0SS TSTH6ES[13 o eydye ureyoid Surpurq-q.1.o
m T uuIojost (¢ —€NLSDY) (€ nur-ssep 15D)
o LSTO0 SN °S¥0°0 98100 67700 F 16ST°0 86€0°0 F 9€LT0 8C10°0 F SOLT0 L08 6S1880LS[13 (€—ENLSD) € NN dseIYSULL-G JUOTYIEIN]D)
m SET0°0 01000 SN 1100°0 0STO0 F S€€00 96000 F 6€80°0 £€900°0 + TH0T0 6T 976860513 T 103qryur uomedossIp JdO
% § wWI0josI (T] J1[0s0340 IsEpROIPNU-G)
.m 8C10°0 SN £€900°0 1+00°0 06€0°0 F 8ST#°0 9€90°0 F +¥879°0 09700 F T1€6€°0 €66 serse6eLlB aseproapnu-g duund d10s034)
W.m A A d Dsa g D sa g anfea d YAONV [d] snoumy [d] 2ndrered [D] 1013u0> -ou jods dl I9DN Qwreu urajoxd
m suostredwod spdnmur (WES F ueaur) ysuajur
w panunuo) -z d[qel
R4

dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924

4921



-Jueoyrudis A[eonsness 10N = SN o[qedrdde 10N = YN "uonewwtojuy 43ojouydajorg 10§ 13ud7) euoneN = [gON,

dx.doi.org/10.1021/pr200276u |J. Proteome Res. 2011, 10, 4911-4924

4922

+6€0°0 SN SN 91€0°0 T+10°0 F 86910 €L00°0 F €LTT°0 +¥600°0 F LTET'O €69 6TLT0TL6T[1B ST9 uro1d 133uy dury,
q VYD WIojost
10000 80000 SN 1000°0 0TTO0 F £LOTO TLOO0 F €9€0°0 1€00°0 F LTS00 +0¢ T1700L8¥1[18 ‘T urs301d SundeIajur ASEOI[RY TPUIIM
60000 $000°0 SN 20000 09000 F 26000 0S00°0 F 89+0°0 1S00°0 F +6+0°0 9t VN paynusprun
08100 SN 9TT00 SOT0°0 8¥0°0 F TTIS0 86€0°0 F S8IC0 L¥€0°0 F 0S0S°0 L8 8981S6€L[13 1T 9se[oIpAYy [eurunia)-Axoqres unmbiqn
16000 00000 00000 00000 €STO0 F TTLT0 LS00°0 F 8+CT°0 00000 & 0000°0 €871 NwmmNN_& 11 unetodowAy T,
8ST10°0 SN SN L9100 +S20°0 F T6L0°0 TETO'0 F €591°0 6€T0°0 F 61+T°0 199 05S.69¢L[13 7 103e[n3a1 UOTRWLIOJUT JUS[IS
T wiojost (urnqo3 Surpurq [ejow-T-v3aq)
99100 SN 6€00°0 ££00°0 €L10°0 F 6¥80°0  TE€T00 F 0SLT'0  TOT00 F L4900 ozl T1066€L]18 (unrqdoxaprg) (ummdgsuer]) 10sm531d UNLIYSUENOTOG
81100 81100 00000 00000 L¥00°0 F 91500 9010°0 F 9T10°0 L¥00°0 F L0600 09t 9STIL6SL[1B g-undag
w000 SN ST00°0 01000 $600°0 F T€€00 0000°0 + 0000°0 S¥00°0 F SLEOO 8ST hmthom..E__m €90L¥DD!
T wojost (g-IMIN)
(g 1030% SupoUEyUS 20 197 [eIyeN) (4dd) (VS.L)
?_Bem juepxonjue >ynads-[ory 1) (1 esepnpax sprxorad
juapuadap-umoparorn,)
$€00°0 SN L#70°0 $€00°0 09v00 F SSOF0  THTO'0 F OPITO  €4T00 F 6LSE0 816 L6+986€L[18 (1 9seprxorad UIXOPAION| L) T UKOPIXOId]
anSojowoy urajoxd [y esojuawSid
0€10°0 SN 9L00°0 L¥00°0 TL00°0 F ¥120°0 0000°0 + 0000°0 S€00°0 F T€T00 LST Nwwoommc__m sprunay=[[ng :PweN3[y ‘T wejoxd pajendar-uadxQ
©32q urajord Juswrydeyye
€100 SN SN SST0°0 00000 ¥ 0000°0 LSY0'0 F 0L¥T0 6600°0 F 88600 SEL 8665797918 urejo1d uorsny 2AnIsuRs dprurteeuIAyIa-N
1 wuojost xosmdaxd ey 2 ‘T
€100°0 11000 SN $000°0 0000°0 & 0000°0 8%00°0 F T0¥0°0 S600°0 F 0T+0°0 €8¢ £56011.S[18 urejo1d §—a,1 (duoumbiqn) sseusdorpAysp HAVN
60000 SN 70000 10000 0¥10°0 F 87910 99000 F S€80°0 €€T0°0 F TILTO 118 T90TL9Y61 __m 9 urajoxd pajear uLremqmIOAN
00000 10000 SN 00000 9L£0°0 F 9LT9°0 T¥10°0 F 0L0€°0 ¥120°0 F S96€°0 VL8 w:mhmom_ﬁm 1-€39q urejoxd ypoys Loy
S0T00 LS00°0 SN L¥00°0 9901°0 F 0¥S€0 LTTO0 F 9SL0°0 9LT00 F 9LT10°0 18¢T €1SL99%T1[18 T WI0JOST O Uneray]
€L10°0 SN SN 700 LYT0°0 F 859T°0 80100 F 6+¥80°0 8¥10°0 + LOTT'O 869 16¥196091 18 T unyerayy
00000 $000°0 1+00°0 00000 LTTO0 F 0€TT0 6500°0 F T60T°0 1900°0 F 06ST°0 159 OMMMWQMB_& T wojost eyde (+avN) € aseus3oIpAyap 23en0s]
99700 SN $000°0 L0000 00100 F TT+0°0 8+00°0 F £800°0 0L00°0 F 0€90°0 6ST womoﬁuwl% 29'Qf-swI-ny usdnue eodIeso wopqey1 eonayodAH
€000°0 SN 00000 00000 16100 + 16100 SOTO0 F 84ITO 00000 & 0000°0 TIST 91 ~0hmow_ﬂw T-e32q ura301d Ypoys Jeay
e 0L€0°0 10100 SN 06000 €LE0°0 F S6ST0 SLY00 F TTHE0 ISY0°0 F LS8E0 81 991660513 T Joquiowr ‘e32q ey 06 wo3o1d ypoys Jed
m Y0€0'0 SN SN 61€0°0 8ST00 F 61910 6V000 F +#900  €TE00 F 90600 YIST 9ss0€L1[8  (oseffroydsoydodyyy) wrog apsnut ‘oseifroydsoyd usBoas
m 71000 SN SN L1000 0000°0  0000°0 69000 F 1.€0°0 65000 F ¥L10°0 St 70S596€L[13 T wojost (qvaD) 24oonse ‘urejord orpoe Areuqy reno
o 00000 00000 SN 00000 YT0¥'0 F S€9¢t 8EYT'0 F L68T'0 6L£0°0 F S850°0 09 00SS96€L[13 T wi0jost (JvgD) Ahoonse ‘ujoxd orproe Arefuqy e
m +000°0 €100°0 SN €000°0 01200 F 1T¥T°0 T€00°0 F LTIS00 0500°0 F+ 0790°0 65t oommwomh__m T wIojost (Jvao) a3o0mse ‘urjoxd opoe Arequqy [erH
% 7 wIojost (dsejopre adAy-urerq)
° L0200 SN 18£0°0 6100 00200 F €000 92000 F 06000  OTT0'0 F 0+90°0 €9 $£69965L]18 O asejople ayeydsoydsiq-asopnig
W.m g SA g DsA g D sAd anpea d VAONV [4] snorny [d] ondered [D] o13u0> ‘ou jods I I9DON sureu urjoxd
m suostredwos sydnnur (WAS F ueawr) Aysusjur
3 penunuo) ‘g Jqe.L
=



Journal of Proteome Research

in the expression of viral and host cellular proteins with different
functions, including those involved in cytoskeletal assembly,
oxidative stress and protein synthesis. Another study was done
in rabies-infected mice using 2-DE followed by matrix-assisted
laser desorption/ionization time-of-flight (MALDI-TOF) MS.*
In the latter study, ICR mice were intracerebrally inoculated with
attenuated CVS-B2C or wild-type silver-haired bat rabies virus
(SHBRV). Animals were sacrificed when they developed severe
paralysis and the brains were removed. The expression of host
brain proteins, particularly those involved in ion homeostasis and
docking and fusion of synaptic vesicles to presynaptic mem-
branes in the CNS, were altered in the animals infected with
SHBRYV. On the other hand, attenuated rabies virus CVS-B2C
up-regulated the expression of proteins involved in the induction
of apoptosis. Comparing the data reported in these two afore-
mentioned studies to ours, there were not many identical
changes observed. This was not surprising as there were many
differences in the study design and models of rabies infection as
well as the affected tissues/cells for proteome analysis. Integra-
tive analysis of several models of rabies virus infection at different
stages and in different affected organs/tissues or their locales
would be very helpful to obtain a larger and clearer picture of the
pathophysiology or pathogenic mechanisms of rabies in humans.
In summary, we report herein for the first time a large data set
of changes in proteomes of the hippocampus, brainstem and
spinal cord in dogs naturally infected with rabies. These data will
be useful for better understanding of molecular mechanisms of
rabies and for differentiation of its paralytic and furious forms.
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