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Abstract

Background: Dysregulation of glycoproteins is closely related with many diseases. Quantitative proteomics methods are
powerful tools for the detection of glycoprotein alterations. However, in almost all quantitative glycoproteomics studies,
trypsin is used as the only protease to digest proteins. This conventional method is unable to quantify N-glycosites in very
short or long tryptic peptides and so comprehensive glycoproteomics analysis cannot be achieved.

Methods: In this study, a comprehensive analysis of the difference of N-glycoproteome between hepatocellular
carcinoma (HCC) and normal human liver tissues was performed by an integrated workflow combining the
multiple protease digestion and solid phase based labeling. The quantified N-glycoproteins were analyzed by
GoMiner to obtain a comparative view of cellular component, biological process and molecular function.

Results/conclusions: An integrated workflow was developed which enabled the processes of glycoprotein coupling,
protease digestion and stable isotope labeling to be performed in one reaction vessel. This workflow was firstly
evaluated by analyzing two aliquots of the same protein extract from normal human liver tissue. It was demonstrated
that the multiple protease digestion improved the glycoproteome coverage and the quantification accuracy. This
workflow was further applied to the differential analysis of N-glycoproteome of normal human liver tissue and that with
hepatocellular carcinoma. A total of 2,329 N-glycosites on 1,052 N-glycoproteins were quantified. Among them, 858
N-glycosites were quantified from more than one digestion strategy with over 99% confidence and 1,104 N-glycosites
were quantified from only one digestion strategy with over 95% confidence. By comparing the GoMiner results of the
N-glycoproteins with and without significant changes, the percentage of membrane and secreted proteins and their
featured biological processes were found to be significant different revealing that protein glycosylation may play the
vital role in the development of HCC.
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Background
Protein glycosylation, one of the most important post-
translational modifications of proteins, plays a pivotal role
in many biological pathways including cell-cell signaling,
ion transport, protein stability, vesicle trafficking and so
on [1,2]. Aberrant glycosylation has been proved to be
associated with disease progression, carcinogenesis and
immunity [3-5]. Currently, many glycosylated proteins
are approved to be clinical biomarkers, e.g., prostate-
specific antigen (PSA) in prostate cancer, cancer anti-
gen (CA) 125 in ovarian cancer, α-fetoprotein (AFP) in
HCC, and HER2/neu in breast cancer. Therefore, quanti-
tative analysis of disease-associated alteration in protein
glycosylation can help in prognosis, diagnosis and sur-
veillance after surgery.
Several methods have been developed for glycoproteo-

mics analysis, e.g. hydrazide chemistry [6], hydrophilic
interaction chromatography (HILIC) [7], lectin affinity
chromatography [8], boronic acid chromatography [9],
titanium dioxide [10], etc. Considering the facts that hy-
drazide chemistry can isolate N-glycopeptides with speci-
ficity of more than 90% [11] and is compatible with stable
isotope labeling, we previously developed a solid phase
based labeling approach by integration of N-glycopeptide
enrichment and the fast and simple dimethyl labeling de-
rivatization on hydrazide resins for relative quantification
of protein glycosylation. It was found that this approach
has higher enrichment recovery and detection sensitivity
than the dimethyl labeling approach conventionally per-
formed in solution [12].
Liver is the largest visceral organ which is necessary

for survival in human body. It involves in a wide range
of biological processes, including detoxification, protein
synthesis, and production of biochemical necessary for
digestion. Liver cancer is the third most common cause
of cancer death after lung cancer and stomach cancer
[13,14]. Newly developed proteomic techniques have
been applied to deeply analyze the proteins and their
modifications in human liver tissue. Song et al. conducted
a large-scale phosphorylation analysis of human liver and
experimentally identified 9,719 p-sites in 2,998 proteins
[15]. Chen et al. identified 939 N-glycosylation sites in
523 N-glycosylated proteins by combining multiple prote-
ase digestion and hydrazide chemistry for human liver
N-glycoproteome analysis [16]. Furthermore, several stud-
ies on comparative analyses of HCC and normal human
liver tissues were carried out to screen potential disease-
specific biomarkers. In our lab, Wang et al. have done
quantitative analysis of HCC and normal human liver
tissues in ~30 h by using a fully automated system which
quantified ~1,000 proteins [17]. Moreover, the difference
in the phosphoproteomes of HCC and normal human
liver tissues was also investigated by Song et al. [18], with
over 1,800 phosphopeptides corresponding to ~1,000
phosphoproteins reliably quantified in only 42 h using a
pseudo triplex labeling system. Nevertheless, the differ-
ences in the N-glycoproteome of HCC and normal human
liver tissues was still of great importance to be extensively
studied.
Using multiple proteases with complementary cleavage

specificities for digestion can efficiently improve protein
identifications and proteome sequence coverage. This method
has already been applied to qualitative analysis of proteome,
phosphoproteome, and glycoproteome [16,19-22]. How-
ever, no attempt was performed to quantitative analysis
of proteome, phosphoproteome and glycoproteome. In
this study, digestion with three different digestion strat-
egies (trypsin, trypsin & Glu-C, and chymotrypsin) was
combined with the solid phase based labeling approach
to comparatively analyze the differential expression of
N-glycoproteome between HCC and normal human
liver tissues. A total of 2,329 N-glycosites matched with
the motif N-X-S/T (X can be any amino acid except pro-
line) on 1,052 N-glycoproteins were quantified by this
strategy, which is the largest dataset of quantitative in-
formation between human HCC and normal liver tis-
sues up to now.

Results
An integrated workflow incorporated with multiple
protease digestion and solid phase based labeling
For a convenient and fast-processing workflow, all the
processes including glycoprotein coupling, protease diges-
tion and stable isotope labeling should be performed in
one reaction vessel. As shown in Figure 1, the workflow
developed in this study enabled the performing of all the
above steps in one vessel. The extract of human liver tis-
sues was oxidized by sodium periodate in a centrifugal
tube, followed by adding hydrazide resins to the tube for
the capturing of the oxidized glycoproteins. After washing,
the resins with captured glycoproteins were still left in the
tube. Protease was then added to the tube for the diges-
tion of the captured glycoproteins on the hydrazide resins.
After digestion, the non-glycosylated peptides were re-
leased from the resins and washed away. The remaining
glycopeptides on the resins were left in the tube. Dimethyl
labeling reagents were then added to the tube for stable
isotope labeling of the glycopeptides on the resins. Finally,
these labeled N-glycopeptides were released by deglycosyl-
ation with PNGase F. After centrifugation, the released
light and heavy labeled deglycosylated peptides were
collected and then pooled together for nanoLC-MS/MS
analysis.
This workflow firstly benefits from the fact that the en-

richment process was carried out on the protein level. As
the glycoproteins are covalently captured on the hydrazide
resins, the exchanges of buffers are extremely convenient.
Since most of the membrane proteins are glycosylated,



Figure 1 The integrated workflow for high-throughput quantitative analysis of N-glycoproteome of human liver tissues. Three digestion
strategies by using proteases with different cleavage specificities were applied to digest the captured N-glycoproteins.
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detergents with high concentrations (i.e. 4% SDS) were
added in the homogenization buffer to facilitate the ex-
tract of membrane glycoproteins. It is challenging to re-
move these detergents in conventional approach, while in
this workflow they are easily removed by washing the hy-
drazide resins with 80% ACN. This solid phase design also
benefits the downstream sample processes. For example,
it allows the labeling of glycopeptides on the hydrazide
resins, i.e. solid phase based labeling of glycopeptides for
quantitative glycoproteomics. This labeling method was
previously proved to be accurate and has good enrichment
recovery and high detection sensitivity [12].
Using multiple proteases for digestion is an essential

approach to increase the sequence coverage for glycopro-
teome analysis and the confidence of quantification results
of N-glycosites. In addition to trypsin, Glu-C and chymo-
trypsin were also applied to digest glycoproteins in this
study. Trypsin cleavages specifically the C-terminus of
basic residues (K and R), while Glu-C cuts the C-
terminus of acid residues (D and E) and chymotrypsin
cuts the C-terminus of hydrophobic residues (Y, W, F
and L). As the other two proteases have complementary
cleavage specificities to that of trypsin, it can be expected
that many N-glycosites which cannot be identified by
trypsin digestion are possibly to be identified by other pro-
tease digestions. For the quantification of N-glycosites, it
is different with protein quantification in which the result
can be obtained by averaging all the quantification results
of different tryptic peptides from the parent protein.
Nevertheless, applying multiple protease digestion may
quantify different N-glycopeptides containing the same N-
glycosite. Thus the accuracy for the quantification results
of N-glycosites could be improved by averaging the ratios
of different N-glycopeptides containing the same N-glycosites.
Therefore, it can be expected that this integrated workflow
incorporated with multiple protease digestion and solid
phase based labeling can be applied to deeply inspect the
N-glycosite abundance differences of tissue glycoproteomes.

Evaluating the performance of the integrated workflow
Firstly, the integrated workflow was evaluated by quantita-
tive analysis of two identical samples, i.e. two aliquots of
the same protein extract from normal human liver tissue.
A total of 1,632 N-glycosites corresponding to 764 N-
glycoproteins were successfully quantified by the three di-
gestion strategies (Additional file 1: Table S1). Only one
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protease was used for trypsin digestion and chymotrypsin
digestion. While for trypsin & Glu-C digestion, these two
proteases were added together into the samples for diges-
tion. This is because that Glu-C generated peptides are
too big to be identified by MS [19,21] and the in silico
sequence coverage for combined trypsin & Glu-C di-
gests was proved to achieve the greatest coverage [20].
The trypsin digestion leaded to quantification of only
1,037 N-glycosites, while the total number of quantified
N-glycosites reached 1,632 by using other two digestion
strategies (Figure 2A). The number increased by 57.4%
indicating the using of complementary proteases does
improve the N-glycoproteome coverage significantly.
Target/decoy search was performed in this study to con-
trol the confidence of peptide identifications. Among all
the quantified N-glycosites, only 5 N-glycosites were quan-
tified from decoy sequences. It was found the decoy identi-
fications were only found in the results from one digestion
strategy, while no decoy identification was observed for
overlapped quantified N-glycosites. Clearly the N-glycosites
quantified by more than one digestion strategy are more
confident simply because these sites were quantified by
multiple N-glycopeptides. Thus, the identification confi-
dence of the 47.1% of the total identified N-glycosites was
higher than that of others for they were observed in diges-
tion results from more than one digestion strategy.
Statistically, multiple measurements are essential to im-

prove the analysis accuracy. However, only one measure-
ment is done for conventional quantitative glycoproteomics
analysis as majority of N-glycosites are quantified by a sin-
gle glycopeptide. The main reason is that only one diges-
tion strategy, e.g. trypsin digestion, was commonly used.
While in this study some N-glycosites were quantified by
several glycopeptides thanks to the using of multiple pro-
teases. For example, the 13 amino acid sequence window
of N-glycosite N119 on ERAP2 is KDIEITNATIQSE. This
sites were quantified by three different glycopeptides, i.e.
Figure 2 The venn diagram showing the overlap of the quantified N-
trypsin & Glu-C, chymotrypsin). (A) evaluation experiment, (B) differentia
the same protein extract from normal human liver tissue were light and he
For the differential analysis experiment, the samples of normal and HCC hu
respectively. One and three replicate 2D nanoLC-MS/MS runs of the labeled
experiment and differential analysis experiment, respectively.
DIEITN*ATIQSEEDSR (N* indicates that asparagine was
detected with deamidation) with heavy/light ratio 0.85
by trypsin digestion, ITN*ATIQSEEDSR with heavy/light
ratio 1.03 by trypsin & Glu-C digestion, and IIIHSK-
DIEITN*ATIQSEEDSRY with heavy/light ratio 1.12 by
chymotrypsin digestion. Thus this N-glycosite was quanti-
fied to be heavy/light ratio of 1.00 by averaging above
three ratios. More importantly, RSD could be determined
for multiple measurements. For above case, the RSD was
determined to be 13.7%, indicating this site was reliably
quantified. The total quantified N-glycosites were classi-
fied into two groups: 1) the N-glycosites quantified from
more than one digestion strategy; 2) the N-glycosites
quantified from only one digestion strategy. For the first
group, RSD could be determined among the ratios ob-
tained from different digestion strategies. The RSD values
could be used to filter out the unreliable quantified results.
The distribution of the number of quantified N-glycosites
and the percentage of quantified ratio within the range of
0.5-2 across different RSD values are given in Additional
file 2: Figure S1. In proteomics, the quantified ratios in the
range of 0.5-2 are often considered as no significant change
[17,23-25]. In this evaluation experiment, two identical
samples were light and heavy labeled, the theoretical ratios
are 1:1 and the ratios for all quantified sites should be in
the range of 0.5-2. If the ratio beyond this range, it can be
considered as inaccurate quantification. It can be seen
from Additional file 2: Figure S1, only 1 of the 26 N-glyco-
sites (3.8%) were quantified with heavy/light ratio in the
range of 0.5-2 for N-glycosites with RSD > =50%. This
means that the quantified ratios with RSD > =50% are not
accurate. The percentage of quantified N-glycosites within
this ratio range increased to 100% when the RSD value fell
below 50%, and kept on 100% when the RSD value contin-
ued to decrease to 20%. But the number of quantified N-
glycosites filtered with RSD value decreased significantly
along with the decrease of the RSD value. So we adopted
glycosites by using three different digestion strategies (trypsin,
l analysis experiment. For the evaluation experiment, two aliquots of
avy labeled to evaluate the performance of the integrated workflow.
man liver tissues were labeled with light and heavy dimethyl labels,
sample were carried out for the evaluation
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the criterion of RSD <50% to exclude the inaccurate quan-
tification and make relatively more peptides meeting the
criterion for research with no sacrifice of the confidence
of quantification. After filtering with RSD <50%, about
99.9% of the quantified N-glycosites were located in the
ratio range of 0.5-2 with only one exception for this group
(Figure 3A). While for the second group, among the 863
quantified N-glycosites, as many as 32 N-glycosites (about
4%) were located out of the ratio range of 0.5-2 (Figure 3A).
Obviously, as the sites were reproducibly quantified by
multiple glycopeptides, the quantitative results filtered by
RSD for the first group were more reliable. Though the
N-glycosites quantified from only one digestion strategy
were less reliable (group two), over 95% of the quantified
ratios located within the range of 0.5-2 indicated the
workflow has good performance in quantification. If the
confidence of quantification is defined as the percentage
of correctly quantified ratios (the ratios quantified in the
range of 0.5-2) among all quantified ratios, then the confi-
dence for above two classes of quantified ratios were 99.9%
and 95% respectively.
Figure 3 The scatter diagram showing the log2 ratio distributions of
with RSD <50% (blue dot) and that from only one digestion strategy
experiment. The description for the two experiments was the same as in F
Differential analysis of the N-glycoproteome of normal
human liver tissues and human liver tissues with
hepatocellular carcinoma
This workflow was then applied to differential analysis of
the N-glycoproteome of HCC and normal human liver tis-
sues. Because of the undersampling problem of mass spec-
trometry (MS), the pooled labeled glycopeptides from
each digestion strategy were analyzed by 2D nanoLC-MS/
MS three times (three replicate runs) to achieve as much
information as possible for the sample. An average of
1,063 N-glycosites (RSD = 3.7%, n = 3) was quantified by
trypsin digestion, 1,046 N-glycosites (RSD = 1.6%, n = 3)
was quantified by trypsin & Glu-C digestion, and 301
N-glycosites (RSD = 8.1%, n = 3) was quantified by chymo-
trypsin digestion. The low RSD for the number of quanti-
fied N-glycosites among three replicates indicated the
good reproducibility of the workflow. Totally, 2,329 N-
glycosites corresponding 1,052 N-glycoproteins were
successfully quantified in the combined digestion results
from three digestion strategies, of which 754 N-glyco-
sites (32.4%) were additionally quantified by trypsin &
N-glycosites quantified from more than one digestion strategy
(black dot). (A) evaluation experiment, (B) differential analysis
igure 2.
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Glu-C digestion and chymotrypsin digestion (Figure 2B,
Additional file 3: Table S2). First of all, the results were
filtered by the RSD criterion (RSD <50%) in three repli-
cates analyses of each digestion strategy to control the
quantification accuracy of technical replicates. Then the
filtered results of 2,101 N-glycosites were classified with
the method described above. 858 N-glycosites were ac-
curately quantified with RSD <50% for the ratios ob-
tained from more than one digestion strategy. 275 of
858 N-glycosites were located out of the ratio range of
0.5-2 (heavy/light ratio), which was considered to be of
significant expression change with more than 99% con-
fidence. 1,104 N-glycosites were only quantified from
only one digestion strategy, 428 of which with the ratio >2
or <0.5. These sites were significantly changed in abun-
dance with more than 95% confidence (Figure 3B).
Only the 858 N-glycosites with more than 99% confidence

were subjected to further investigation. The N-glycoproteins
containing the N-glycosites with or without significant
changes were all analyzed by GoMiner to obtain a com-
parative view of cellular component, biological process
and molecular function. For the 583 N-glycosites on 369 N-
glycoproteins determined without significant change between
Figure 4 The bar graph showing the different subcategories of GO-an
change between the HCC and normal human liver tissues. (A) cellular
the classes with the difference in the percentages over 10% for the two ty
HCC and normal human liver tissues, 328 proteins of
which were found to be gene ontology (GO)-annotated
proteins. And for the 275 N-glycosites on 215 N-glyco-
proteins determined with significant change, 190 pro-
teins of which were with GO annotation. Comparing
the N-glycoproteins with significant change and that with-
out significant change, the percentage of GO-annotated
proteins related with the intracellular organelles in the
process of glycoprotein synthesis such as golgi apparatus
and endoplasmic reticulum was decreased by more than
10% (Figure 4A). Meanwhile, for the N-glycoproteins with
subcellular annotation of “plasma membrane” and “extra-
cellular region”, both the proportions were increased by
more than 10% in the part of N-glycoproteins with signifi-
cant change. It can be inferred that the enhanced tranport
of N-glycoproteins from the intracellular organelles to
extracellular matrix may play a vital role in the develop-
ment of HCC. The featured biological processes in-
volved with membrane proteins and secreted proteins,
such as “multicellular organismal process”, “developmen-
tal process”, “signaling”, “cellular component organization
or biogenesis”, “immune system process”, “biological
adhension” and “response to external stimulus”, were
notated proteins for N-glycoproteins with and without significant
components, (B) biological processes and molecular functions. Only
pes of N-glycoproteins were given.
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remarkably overexpressed in the significant changed
N-glycoproteins part versus the no-change part. Additionally,
the molecular functions characteristic for N-glycoproteins,
e.g. “catalytic activity”, “receptor activity”, “enzyme regulator
activity” and “structural molecule activity”, were also
represented differently by more than 10% between the
N-glycoproteins part with and without significant change
(Figure 4B). Therefore, the differential expressed N-
glycoproteins related with these biological processes
and molecular functions mentioned above may con-
tribute greatly to the progression of HCC, but further
investigations were still needed.

Discussion
Glycoproteins with different linkage of various glycans
to Asparagine get involved in multiple critical biological
processes, such as cell adhesion, cell migration, signal
transduction, receptor activation and so on [26]. Dysreg-
ulation of glycoprotein, either on the glycan part or the
polypeptide part, is associated with many types of dis-
eases, e.g. cancer, diabetes mellitus, congenital disorder,
arthritis, inflammation and so on [26-28]. Although the
high-throughput identification of N-glycosites has been
extensively carried out on varieties of biological samples,
such as mouse tissues [29], human serum/plasma [6,30],
seven major model organisms [31], the large scale quanti-
tative analysis of N-glycosites were still lacked and ur-
gently needed. So we designed this integrated workflow
incorporating multiple protease digestion and solid phase
based labeling method to investigate the differential ex-
pression in the N-glycoproteome of HCC and normal hu-
man liver tissues.
Nonenzymatic deamidation of glutamine and aspara-

gine occurs spontaneously on proteins and peptides both
in vivo and in vitro. For large-scale proteomics analysis,
the determination of N-glycosites generally depends on
the detection of the deamidation of asparagine in the
peptides containing the consensus motif N-X-S/T (X can
be any amino acid except proline). Because the nonenzy-
matic deamidation can also occur on the asparagine in
the consensus sequence which is not actually occupied
by a glycan, this may cause false positive identification of
N-glycosites [32]. Hao et al. ascertained that nonenzy-
matic asparagines deamidation occurred to some extent
on 4-9% of the peptides obtained by an electrostatic
repulsion-hydrophilic interaction chromatography (ERLIC) –
reverse phase (RP) chromatography, resulting in the
false positive identifications of many N-glycosites [33].
Zielinska et al. [29] have used H2

18O to differentiate na-
tive deamidation sites from those occurring during sam-
ple preparation, but their approach cannot distinguish
the nonenzymatic deamidation that occurs in the con-
sensus sequence during the PNGase F treatment from
the real N-glycosites. Compared with above mentioned
methods, our workflow was based on solid phase. Se-
quences with nonenzymatic deamidation that occurs
during sample preparation can be cleaned away from
the surface of hydrazide resins by rigorous and repeated
washings. The only factor in our workflow which may
cause false positive identifications was the incubation
with PNGase F in the 37°C overnight. To estimate the
false positive identifications in our workflow, a negative
control with the same experimental procedures but with
the omission of PNGase F addition was carried out. Less
than 1% of the total quantified N-glycosites in the con-
sensus sequences were also quantified in the negative
control (data not shown). Consequently, the false posi-
tive identifications caused by nonenzymatic deamida-
tion can be neglected in our workflow.
For large scale proteomic analysis, it would cost sev-

eral days of precious MS times to analyze a couple of
samples [15,34]. It is impractical to analyze large number
of samples via large scale proteomics approaches. Ac-
cording to the process flow for the development of novel
protein biomarker candidates described by Rifai et al.
[35], a simplified, binary comparison between diseased
and normal tissues was usually performed by proteomics
methods based on MS for the discovery of biomarker
candidates. So in practice, different samples were pooled
together to reduce the biological variation [29,36-38].
For further analysis, the molecules screened out by large
scale proteomics should be individually validated in each
case among a large cohort of samples which may involve
the environmental, genetic, biological and stochastic
variation [39,40]. Our integrated workflow was aimed to
provide lists of potential biomarker candidates by differ-
entially analyzing the N-glycoproteome between HCC
and normal human liver tissues in a high-throughput
manner.
Among the total of 455 N-glycoproteins which was deter-

mined with significant change between HCC and normal
human liver tissues in our experiment, 116 N-glycosylated
molecules are found to be related with various types of
human disease in the biomarker filter analysis by Ingenu-
ity Pathway Analysis (IPA), such as cancer, cardiovascular
disease, immunological disease and so on. Furthermore,
some of the 90 N-glycosylated molecules involved in the
human liver diseases are previously reported to be associ-
ated with liver cancer (Additional file 4: Table S3). For
example, decorin (DCN), a secreted small leucine-rich
proteoglycan, has three N-glycosites annotated by Swiss-
Prot (N211, N262, N303), two of which were determined
with decreased level in HCC versus normal liver tissues
(N262 0.65, N303 0.47). Our result was consistent with
the findings of Baghy et al., in which the idea that decorin
acts as a secreted tumor repressor during hepatocarcino-
genesis by hindering the action of another receptor tyrosine
kinase, such as the PDGFRα, was supported and DCN was



Sun et al. Clinical Proteomics 2014, 11:26 Page 8 of 11
http://www.clinicalproteomicsjournal.com/content/11/1/26
suggested be a novel therapeutic agent in the battle against
liver cancer [41]. GPNMB, with N-glycosites of N128
quantified with increased level in HCC in our study, was
also demonstrated with significantly enhanced expression
level in HCC compared with adjacent normal liver tissues
by using histochemical method in the study of Tian et al.
[42]. Subramaniam et al. have viewed specific suppression
of IGFBP3 expression in primary human HCC tissues
compared to adjacent histologically normal tissues [43],
while the significant down-regulation of IGFBP3 (N116
0.4) were also observed in our experiment. Besides, many
N-glycosyalted molecules which may also be involved in
other types of cancer were also detected in our results, e.g.
elevated ALCAM shedding in colorectal cancer was corre-
lated with poor patient outcome [44], BMPR2 participated
in the regulation of endoglin-mediated suppression of
prostate cancer invasion [45], CD36 was demonstrated to
be an important index for predicting the occurrence and
development of radiation pneumonitis and evaluating the
curative effect [46], etc.
Conclusions
Quantitative proteome analysis is a valuable tool to screen
the disease-specific biomarkers. In this work, an integrated
glycoproteomics workflow was applied to differential ana-
lysis of N-glycoproteome between HCC and normal hu-
man liver tissues. Multiple protease digestion was also
integrated with the solid phase based labeling to increase
the coverage of human liver N-glycoproteome analysis
and the confidence of the quantified N-glycopeptides. A
total of 2,329 N-glycosites matched with the motif N-X-S/T
(X can be any amino acid except proline) on 1,052 N-
glycoproteins were successfully quantified. Consequently,
our integrated workflow will also perform effectively when
targeting general population screening of differential N-
glycoproteins in HCCs, and provides a valuable public
dataset for further verification and validation of potential
biomarker candidates of HCC.
Methods
Protein extraction
The HCC and normal human liver tissues were provided
by Second Affiliated Hospital of Dalian Medical University
(Dalian, China). The normal human liver tissues were the
noncancerous liver tissues ≥ 2 cm outside the hepatic can-
cer nodules removed by surgical operation from patients.
The noncancerous liver tissue has been verified by histo-
pathological examination which excluded the presence of
invading or microscopic metastatic cancer cells. The HCC
tissues were obtained from the HCC patients of advanced
stage by surgical operation. The utilization of human tis-
sues was complied with guidelines of Ethics Committee of
the Hospital.
The isolated human liver tissue was cut into pieces at
first and washed several times with PBS buffer to remove
the remaining blood. For large scale proteomic analysis,
the noncancerous liver tissues from five patients with
hepatic cancer were pooled together to reduce the bio-
logical variation [29,36-38], and so were the HCC tis-
sues. Then the liver tissue was placed in an ice-cold
homogenization buffer I (10 mM HEPES, 1.5 mM
MgCl2, 5 mM KCl, 0.1 mM EDTA, 2% protease inhibi-
tor cocktail (pH = 7.4)), followed by homogenization
using an IKA Ultra Turbax blender. After that, the tissue
was transferred into a Potter-Elvejhem homogenizer with
a Teflon piston and homogenized for a second time on
the ice. The supernatant was collected after centrifugation
of the homogenates at 1,000 g for 5 min to pellet the nu-
clei and debris. Then 5 volumes of buffer II (0.1 M Tris–
HCl, 4% SDS, 1% Triton, pH = 7.4) was added to the sam-
ple for sonication using an ultrasonic cell disrupter (3 s
with 3 s intervals for 180 times at 400 W) and centrifuged
at 20,000 g for 15 min. The supernatant was collected
and the concentration of proteins was measured by
BCA assay.

Oxidation of glycan and enrichment of N-glycoproteins
Three batches of 2 mg human liver extract were pre-
treated in parallel. Firstly, the samples were desalted
with Zeba spin desalting column (Thermo Scientific, USA)
after incubation in boiling water for 10 min. Then the
desalted solutions were resuspended with oxidation buffer
(150 mM NaCl + 100 mM NaAc + 2% SDS + 2% Triton,
pH 5.5). Sodium periodate was added into the solutions to
oxidize the glycan in the dark at room temperature for
1 h. Finally, the oxidized samples were added into the pre-
washed hydrazide resins (Bio-Rad, USA) after quenching
the oxidation reaction with sodium thiosulfate. The coup-
ling reaction was performed with gentle shaking at room
temperature overnight.

Digestion of the captured N-glycoproteins on hydrazide
resins with multiple proteases
After the removal of supernatant, the resins with cap-
tured N-glycoproteins were diluted with 50 mM Tris +
1% SDS + 1% Triton (pH = 8). The glycoproteins on the
resins were reduced with 20 mM dithiothreitol at 37°C
for 2 h and carboxyamidomethylated with 40 mM iodoa-
cetamide at room temperature for 40 min in the dark.
Then 100 mM NH4HCO3, 80% ACN and 100 mM
NH4HCO3 were sequentially added to wash the resins
to remove non-specifically bound proteins. Trypsin,
trypsin & Glu-C, and chymotrypsin were chose as pro-
teases to digest the three batches of captured glycopro-
teins on the resins respectively. For trypsin & Glu-C
digestion, the two proteases were added into the sample
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together. The experimental procedures with each protease
were all the same but different with the quantity of prote-
ases added.
After the last wash of 100 mM NH4HCO3, each prote-

ase was added to digest the captured glycoproteins. The
digest conditions of each protease were described as fol-
lows: Trypsin (Sigma-Aldrich, USA) was added with a
weight ratio of trypsin to protein at 1/25 and incubated at
37°C overnight; Trypsin & Glu-C were added with a weight
ratio of trypsin to protein at 1/25 and Glu-C (Roche,
Germany) to protein at 1/20 and incubated at 37°C over-
night; Chymotrypsin (Sigma-Aldrich, USA) was added with
a weight ratio of chymotrypsin to protein at 1/10 and incu-
bated at 37°C overnight.

Dimethyl labeling the captured N-glycopeptides on the
hydrazide resin and releasing N-glycopeptides from
hydrazide resins
After incubation with the selected protease overnight,
1.5 M NaCl, 80% ACN and 100 mM NH4HCO3 were
added sequentially to wash away the digested peptides
from resins. As described in our previous work [12],
400 μL 100 mM TEAB was added to the hydrazide resins,
followed by the addition of 32 μL 4% CH2O/CD2O to the
sample to be light or heavy labeled respectively and the
additional addition of 32 μL 0.6 M NaBH3CN to both
samples. The dimethyl labeling reaction was carried
out at room temperature for 2 h with gentle shaking.
After rinsing the hydrazide resins twice with deionized
water to remove the remaining dimethyl labeling re-
agents, the N-glycopeptides were released by adding
1,000 unit PNGase F (New England Biolabs, USA) in
10 mM NH4HCO3 to the resins and incubating at 37°C
overnight with gentle shaking. The released deglycosyl-
ated peptides were carefully collected by gentle centri-
fugation.

Mass spectrometry data acquisition
The enriched N-glycopeptides were analyzed by 2D
nanoLC-MS/MS system [17] on LTQ-Orbitrap Velos
(Thermo, San Jose, CA, USA) and one tenth of the labeled
N-glycopeptides were analyzed each time. The LTQ-
Orbitrap Velos system was equipped with an Accela 600
HPLC (Thermo, San Jose, CA, USA) involving a 7 cm
phosphate monolithic trap column and a 12 cm C18 capil-
lary analysis column with spray emitter. The SCX column
was prepared by the same method as described by Wang
et al. [47] and separation column was packed with C18
AQ beads (3 μm, 120 Å). Formic acid water solution
(Buffer A) and pure acetonitrile (ACN) with 0.1% formic
acid (Buffer B) were used for the generation of linear gra-
dient for RPLC separation. The peptide sample was first
loaded onto the monolithic trap, then a series stepwise
elution with salt concentrations of 100, 200, 300, 400, 500
and 1,000 mM NH4Ac was used to gradually elute pep-
tides from the phosphate monolithic column onto the
C18 analytical column. After each salt elution, binary sep-
aration gradient from 5% to 35% in 120 min with a flow
rate of ∼ 300 nL/min was applied to separate peptides
prior to MS detection.
A spray voltage of 2.2 kV was applied between the

spray tip and the MS interface. The temperature of the
ion transfer capillary was set as 250°C. The mass spec-
trometer was set that one full MS scan was followed by
20 MS/MS scans on the 20 most intense ions by colli-
sion induced dissociation (CID). 300 was set as the mini-
mum signal threshold for MS/MS scan. The normalized
collision energy was set at 35.0%, and the activation time
was 10 ms. The mass resolution was set at 60 000 for
full MS. The dynamic exclusion was set as follows: repeat
count, 1; duration, 30 s; exclusion list size, 500; exclusion
duration, 90 s. The scan range was set from m/z 400 to
2,000. System control and data collection were carried out
by Xcalibur software version 2.1.
Protein identification and quantification
All the RAW files collected by Xcalibur 2.1 were searched
by MaxQuant version 1.2.2.5 against a composite database
including original and reversed human protein database
of International Protein Index (IPI human v3.80 fasta,
including 86,719 entries, ftp://ftp.ebi.ac.uk/pub/databases/
IPI). The parameters were set as follows: proteases, trypsin,
2 missed cleavages (trypsin & Glu-C, 4 missed cleavages or
chymotrypsin, 4 missed cleavages); static modification,
Cysteine Carboxamidomethylation; variable modification,
oxidation of methionine and deamidation of glutamine/
asparagine; mass tolerance, 20 ppm for parent ions and
0.5 Da for fragment ions. For the quantitative analysis of the
results, peptide N termini and the side chain of lysine resi-
dues were set with light (+28.0313 Da) and heavy dimethy-
lation labels (+32.0564 Da). The false detection rate (FDR)
was determined by equation of FDR = [2 × FP / (FP +TP)] ×
100%, where TP (true positive) is the number of peptides
that were identified based on sequences in the forward data-
base component and FP (false positive) is the number
of peptides that were identified based on sequences in the
reverse database component. The FDR values for peptide
identifications were controlled less than 1%. GoMiner,
the software which can make the biological interpret-
ation in the context of the Gene Ontology [48], was
applied to classify the cellular component, biological
process and molecular function of the quantified
N-glycoproteins between HCC and normal human
liver tissues with the newly updated database
(version_go_201202).

ftp://ftp.ebi.ac.uk/pub/databases/IPI
ftp://ftp.ebi.ac.uk/pub/databases/IPI


Sun et al. Clinical Proteomics 2014, 11:26 Page 10 of 11
http://www.clinicalproteomicsjournal.com/content/11/1/26
Additional files

Additional file 1: Table S1. The detailed information about the
N-glycoproteins and N-glycosites quantified from normal human liver
tissues.

Additional file 2: Figure S1. The distribution of the percentage of
quantified N-glycosites within the ratio range of 0.5-2 in three ranges of
RSD value (>50%, 30%-50%, 20%-30%) (A), and the number of quantified
N-glycosites filtered with different RSD values (<20%, <30% or <50%) (B),
in the results of the evaluation experiment.

Additional file 3: Table S2. The detailed information about the
N-glycoproteins and N-glycosites quantified from HCC and normal
human liver tissues.

Additional file 4: Table S3. The detailed information about quantified
N-glycoproteins and N-glycosites involved in human liver diseases.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
HZ initiated this study, HZ and MY designed experiments; ZS performed
most of the experiments; ZS, FW and KC analyzed data; ZZ and BX
participated in glycoprotein enrichment and dimethyl labeling; DS and LW
performed tissue collection and histopathological examination; ZS, FW, MY
and HZ wrote the manuscript. All authors read and approved the final
manuscript.

Acknowledgement
The authors greatly appreciate Dr. Daniel Figeys for the help of Ingenuity
Pathway Analysis (IPA). This work was supported by the China State Key
Basic Research Program Grant (2013CB911202, 2012CB910101,
2012CB910604), the Creative Research Group Project of NSFC (21321064), the
National Natural Science Foundation of China (21235006, 81161120540,
21275142), National Key Special Program on Infection diseases
(2012ZX10002009-011) and Analytical Method Innovation Program of MOST
(2012IM030900).

Received: 26 September 2013 Accepted: 23 April 2014
Published: 1 July 2014

References
1. Roth J: Protein N-glycosylation along the secretory pathway: Relationship

to organelle topography and function, protein quality control, and cell
interactions. Chem Rev 2002, 102:285–303.

2. Spiro RG: Protein glycosylation: nature, distribution, enzymatic formation,
and disease implications of glycopeptide bonds. Glycobiology 2002,
12:43R–56R.

3. Glinsky GV: Antigen presentation, aberrant glycosylation and tumor
progression. Crit Rev Oncol Hematol 1994, 17:27–51.

4. Lowe JB: Glycosylation, immunity, and autoimmunity. Cell 2001,
104:809–812.

5. Marth JD, Grewal PK: Mammalian glycosylation in immunity. Nat Rev
Immunol 2008, 8:874–887.

6. Zhang H, Li XJ, Martin DB, Aebersold R: Identification and quantification of
N-linked glycoproteins using hydrazide chemistry, stable isotope
labeling and mass spectrometry. Nat Biotechnol 2003, 21:660–666.

7. Zhang H, Guo T, Li X, Datta A, Park JE, Yang J, Lim SK, Tam JP, Sze SK:
Simultaneous Characterization of Glyco- and Phosphoproteomes of
Mouse Brain Membrane Proteome with Electrostatic Repulsion Hydrophilic
Interaction Chromatography. Mol Cell Proteomics 2010, 9:635–647.

8. Kaji H, Saito H, Yamauchi Y, Shinkawa T, Taoka M, Hirabayashi J, Kasai K,
Takahashi N, Isobe T: Lectin affinity capture, isotope-coded tagging and
mass spectrometry to identify N-linked glycoproteins. Nat Biotechnol
2003, 21:667–672.

9. Zhang Q, Tang N, Brock JWC, Mottaz HM, Ames JM, Baynes JW, Smith RD,
Metz TO: Enrichment and Analysis of Nonenzymatically Glycated
Peptides: Boronate Affinity Chromatography Coupled with
Electron-Transfer Dissociation Mass Spectrometry. J Proteome Res
2007, 6:2323–2330.
10. Larsen MR, Jensen SS, Jakobsen LA, Heegaard NHH: Exploring the sialiome
using titanium dioxide chromatography and mass spectrometry. Mol Cell
Proteomics 2007, 6:1778–1787.

11. Zhang H, Yi EC, Li X-j, Mallick P, Kelly-Spratt KS, Masselon CD, Camp DG,
Smith RD, Kemp CJ, Aebersold R: High Throughput Quantitative Analysis
of Serum Proteins Using Glycopeptide Capture and Liquid Chromatography
Mass Spectrometry. Mol Cell Proteomics 2005, 4:144–155.

12. Sun Z, Qin HQ, Wang FJ, Cheng K, Dong MM, Ye ML, Zou HF: Capture and
Dimethyl Labeling of Glycopeptides on Hydrazide Beads for Quantitative
Glycoproteomics Analysis. Anal Chem 2012, 84:8452–8456.

13. Jemal A, Bray F, Center MM, Ferlay J, Ward E, Forman D: Global cancer
statistics. CA Cancer J Clin 2011, 61:69–90.

14. Ferlay J, Shin H-R, Bray F, Forman D, Mathers C, Parkin DM: Estimates of
worldwide burden of cancer in 2008: GLOBOCAN 2008. Int J Cancer 2010,
127:2893–2917.

15. Song CX, Ye ML, Liu ZX, Cheng H, Jiang XN, Han GH, Zhou SY, Tan YX,
Wang HY, Ren J, Xue Y, Zou HF: Systematic Analysis of Protein
Phosphorylation Networks From Phosphoproteomic Data. Mol Cell
Proteomics 2012, 11:1070–1083.

16. Chen R, Jiang XN, Sun DG, Han GH, Wang FJ, Ye ML, Wang LM, Zou HF:
Glycoproteomics Analysis of Human Liver Tissue by Combination of
Multiple Enzyme Digestion and Hydrazide Chemistry. J Proteome Res
2009, 8:651–661.

17. Wang FJ, Chen R, Zhu J, Sun DG, Song CX, Wu YF, Ye ML, Wang LM,
Zou HF: A Fully Automated System with Online Sample Loading, Isotope
Dimethyl Labeling and Multidimensional Separation for High-Throughput
Quantitative Proteome Analysis. Anal Chem 2010, 82:3007–3015.

18. Song CX, Wang FJ, Ye ML, Cheng K, Chen R, Zhu J, Tan YX, Wang HY, Figeys D,
Zou HF: Improvement of the Quantification Accuracy and Throughput for
Phosphoproteome Analysis by a Pseudo Triplex Stable Isotope Dimethyl
Labeling Approach. Anal Chem 2011, 83:7755–7762.

19. Bian Y, Ye M, Song C, Cheng K, Wang C, Wei X, Zhu J, Chen R, Wang F,
Zou H: Improve the Coverage for the Analysis of Phosphoproteome of
HeLa Cells by a Tandem Digestion Approach. J Proteome Res 2012,
11:2828–2837.

20. Biringer RG, Amato H, Harrington MG, Fonteh AN, Riggins JN, Hühmer AFR:
Enhanced sequence coverage of proteins in human cerebrospinal fluid
using multiple enzymatic digestion and linear ion trap LC-MS/MS. Brief
Funct Genomic Proteomic 2006, 5:144–153.

21. Swaney DL, Wenger CD, Coon JJ: Value of Using Multiple Proteases for
Large-Scale Mass Spectrometry-Based Proteomics. J Proteome Res 2010,
9:1323–1329.

22. Wang W, Han G, Ye M, Shi H, Zou H, Huo K: Mapping of phosphorylation
sites in human MSK1 activated by a novel interaction with MRK-β.
Electrophoresis 2010, 31:1283–1293.

23. Tenga MJ, Lazar IM: Impact of Peptide Modifications on the Isobaric Tags
for Relative and Absolute Quantitation Method Accuracy. Anal Chem
2011, 83:701–707.

24. Armenta JM, Hoeschele I, Lazar IM: Differential Protein Expression Analysis
Using Stable Isotope Labeling and PQD Linear Ion Trap MS Technology.
J Am Soc Mass Spectrom 2009, 20:1287–1302.

25. Casado P, Cutillas PR: A Self-validating Quantitative Mass Spectrometry
Method for Assessing the Accuracy of High-content Phosphoproteomic
Experiments. Mol Cell Proteomics 2011, 10:M110.003079.

26. Ohtsubo K, Marth JD: Glycosylation in Cellular Mechanisms of Health and
Disease. Cell 2006, 126:855–867.

27. Hakomori S: Tumor malignancy defined by aberrant glycosylation and
sphingo(glyco)lipid metabolism. Cancer Res 1996, 56:5309–5318.

28. Aebi M, Hennet T: Congenital disorders of glycosylation: genetic model
systems lead the way. Trends Cell Biol 2001, 11:136–141.

29. Zielinska DF, Gnad F, Wisniewski JR, Mann M: Precision Mapping of an In
Vivo N-Glycoproteome Reveals Rigid Topological and Sequence
Constraints. Cell 2010, 141:897–907.

30. Liu T, Qian W-J, Gritsenko MA, Camp DG, Monroe ME, Moore RJ, Smith RD:
Human PlasmaN-Glycoproteome Analysis by Immunoaffinity Subtraction,
Hydrazide Chemistry, and Mass Spectrometry. J Proteome Res 2005,
4:2070–2080.

31. Zielinska Dorota F, Gnad F, Schropp K, Wi, Mann M: Mapping N-
Glycosylation Sites across Seven Evolutionarily Distant Species Reveals a
Divergent Substrate Proteome Despite a Common Core Machinery.
Mol Cell 2012, 46:542–548.

http://www.biomedcentral.com/content/supplementary/1559-0275-11-26-S1.xls
http://www.biomedcentral.com/content/supplementary/1559-0275-11-26-S2.tiff
http://www.biomedcentral.com/content/supplementary/1559-0275-11-26-S3.xls
http://www.biomedcentral.com/content/supplementary/1559-0275-11-26-S4.xls


Sun et al. Clinical Proteomics 2014, 11:26 Page 11 of 11
http://www.clinicalproteomicsjournal.com/content/11/1/26
32. Palmisano G, Melo-Braga MN, Engholm-Keller K, Parker BL, Larsen MR:
Chemical Deamidation: A Common Pitfall in Large-Scale N-Linked
Glycoproteomic Mass Spectrometry-Based Analyses. J Proteome Res 2012,
11:1949–1957.

33. Hao P, Ren Y, Alpert AJ, Sze SK: Detection, Evaluation and Minimization of
Nonenzymatic Deamidation in Proteomic Sample Preparation. Mol Cell
Proteomics 2011, 10. doi:10.1074/mcp.O1111.009381.

34. Kaji H, Shikanai T, Sasaki-Sawa A, Wen H, Fujita M, Suzuki Y, Sugahara D,
Sawaki H, Yamauchi Y, Shinkawa T, Taoka M, Takahashi N, Isobe T, Narimatsu H:
Large-scale Identification of N-Glycosylated Proteins of Mouse Tissues and
Construction of a Glycoprotein Database, GlycoProtDB. J Proteome Res 2012,
11:4553–4566.

35. Rifai N, Gillette MA, Carr SA: Protein biomarker discovery and validation:
the long and uncertain path to clinical utility. Nat Biotech 2006,
24:971–983.

36. Rai AJ, Gelfand CA, Haywood BC, Warunek DJ, Yi J, Schuchard MD, Mehigh RJ,
Cockrill SL, Scott GBI, Tammen H, Schulz-Knappe P, Speicher DW, Vitzthum F,
Haab BB, Siest G, Chan DW: HUPO Plasma Proteome Project specimen
collection and handling: Towards the standardization of parameters for
plasma proteome samples. Proteomics 2005, 5:3262–3277.

37. Agrawal D, Chen T, Irby R, Quackenbush J, Chambers AF, Szabo M, Cantor A,
Coppola D, Yeatman TJ: Osteopontin Identified as Lead Marker of Colon
Cancer Progression, Using Pooled Sample Expression Profiling. J Natl Cancer
Inst 2002, 94:513–521.

38. Sun B, Utleg AG, Hu Z, Qin S, Keller A, Lorang C, Gray L, Brightman A, Lee D,
Alexander VM, Ranish JA, Moritz RL, Hood L: Glycocapture-Assisted Global
Quantitative Proteomics (gagQP) Reveals Multiorgan Responses in
Serum Toxicoproteome. J Proteome Res 2013, 12:2034–2044.

39. Barderas R, Mendes M, Torres S, Bartolomé RA, López-Lucendo M, Villar-Vázquez R,
Peláez-García A, Fuente E, Bonilla F, Casal JI: In-depth Characterization of
the Secretome of Colorectal Cancer Metastatic Cells Identifies Key
Proteins in Cell Adhesion, Migration, and Invasion. Mol Cell Proteomics
2013, 12:1602–1620.

40. Megger DA, Bracht T, Kohl M, Ahrens M, Naboulsi W, Weber F, Hoffmann A-C,
Stephan C, Kuhlmann K, Eisenacher M, Schlaak JF, Baba HA, Meyer HE, Sitek B:
Proteomic Differences Between Hepatocellular Carcinoma and
Nontumorous Liver Tissue Investigated by a Combined Gel-based
and Label-free Quantitative Proteomics Study. Mol Cell Proteomics 2013,
12:2006–2020.

41. Tansky MF, Pothoulakis C, Leeman SE: Functional consequences of
alteration of N-linked glycosylation sites on the neurokinin 1 receptor.
Proc Natl Acad Sci U S A 2007, 104:10691–10696.

42. Jiang D-K, Sun J, Cao G, Liu Y, Lin D, Gao Y-Z, Ren W-H, Long X-D, Zhang H,
Ma X-P, Wang Z, Jiang W, Chen TY, Gao Y, Sun LD, Long JR, Huang HX,
Wang D, Yu HJ, Zhang PY, Tang LS, Peng B, Cai H, TT L, Zhou P, Liu F,
Lin XL, Tao S, Wan B, Sai Y, et al: Genetic variants in STAT4 and HLA-DQ
genes confer risk of hepatitis B virus-related hepatocellular carcinoma.
Nat Genet 2013, 45:72–75.

43. Friedman SL: Evolving challenges in hepatic fibrosis. Nat Rev Gastroenterol
Hepatol 2010, 7:425–436.

44. Van Zijl F, Mair M, Csiszar A, Schneller D, Zulehner G, Huber H, Eferl R, Beug H,
Dolznig H, Mikulits W: Hepatic tumor-stroma crosstalk guides
epithelial to mesenchymal transition at the tumor edge. Oncogene
2009, 28:4022–4033.

45. Jamal BT, Nita-Lazar M, Gao Z, Amin B, Walker J, Kukuruzinska MA:
N-glycosylation status of E-cadherin controls cytoskeletal dynamics through
the organization of distinct beta-catenin- and gamma-catenin-containing
AJs. Cell Health Cytoskelet 2009, 2009:67–80.

46. Fiorentino M, Altimari A, Ravaioli M, Gruppioni E, Gabusi E, Corti B, Vivarelli M,
Bringuier P-P, Scoazec J-Y, Grigioni WF, D’Errico-Grigioni A: Predictive Value of
Biological Markers for Hepatocellular Carcinoma Patients Treated with
Orthotopic Liver Transplantation. Clin Cancer Res 2004, 10:1789–1795.
47. Wang FJ, Dong J, Jiang XG, Ye ML, Zou HF: Capillary trap column with
strong cation-exchange monolith for automated shotgun proteome
analysis. Anal Chem 2007, 79:6599–6606.

48. Zeeberg BR, Feng WM, Wang G, Wang MD, Fojo AT, Sunshine M,
Narasimhan S, Kane DW, Reinhold WC, Lababidi S, Bussey KJ, Riss J, Barrett JC,
Weinstein JN: GoMiner: a resource for biological interpretation of genomic
and proteomic data. Genome Biol 2003, 4:R28.

doi:10.1186/1559-0275-11-26
Cite this article as: Sun et al.: Differential analysis of N-glycoproteome
between hepatocellular carcinoma and normal human liver tissues by
combination of multiple protease digestion and solid phase based labeling.
Clinical Proteomics 2014 11:26.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results/conclusions

	Background
	Results
	An integrated workflow incorporated with multiple protease digestion and solid phase based labeling
	Evaluating the performance of the integrated workflow
	Differential analysis of the N-glycoproteome of normal human liver tissues and human liver tissues with hepatocellular carcinoma

	Discussion
	Conclusions
	Methods
	Protein extraction
	Oxidation of glycan and enrichment of N-glycoproteins
	Digestion of the captured N-glycoproteins on hydrazide resins with multiple proteases
	Dimethyl labeling the captured N-glycopeptides on the hydrazide resin and releasing N-glycopeptides from hydrazide resins
	Mass spectrometry data acquisition
	Protein identification and quantification

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgement
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


