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Abstract 

Background:  Glycans play critical roles in a number of biological activities. Two common types of glycans, N-linked 
and O-linked, have been extensively analyzed in the last decades. N-glycans are typically released from glycoproteins 
by enzymes, while O-glycans are released from glycoproteins by chemical methods. It is important to identify and 
quantify both N- and O-linked glycans of glycoproteins to determine the changes of glycans.

Methods:  The effort has been dedicated to study glycans from ovarian cancer cells treated with O-linked glycosyla-
tion inhibitor qualitatively and quantitatively. We used a solid-phase chemoenzymatic approach to systematically 
identify and quantify N-glycans and O-glycans in the ovarian cancer cells. It consists of three steps: (1) immobilization 
of proteins from cells and derivatization of glycans to protect sialic acids; (2) release of N-glycans by PNGase F and 
quantification of N-glycans by isobaric tags; (3) release and quantification of O-glycans by β-elimination in the pres-
ence of 1-phenyl-3-methyl-5-pyrazolone (PMP).

Results:  We used ovarian cancer cell lines to study effect of O-linked glycosylation inhibitor on protein glycosyla-
tion. Results suggested that the inhibition of O-linked glycosylation reduced the levels of O-glycans. Interestingly, it 
appeared to increase N-glycan level in a lower dose of the O-linked glycosylation inhibitor. The sequential release and 
analyses of N-linked and O-linked glycans using chemoenzymatic approach are a platform for studying N-glycans and 
O-glycans in complex biological samples.

Conclusion:  The solid-phase chemoenzymatic method was used to analyze both N-linked and O-linked glycans 
sequentially released from the ovarian cancer cells. The biological studies on O-linked glycosylation inhibition indicate 
the effects of O-glycosylation inhibition to glycan changes in both O-linked and N-linked glycan expression.
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Background
Glycosylation is one of the most abundant and diverse 
protein modifications. It plays essential roles in the bio-
logical and physiological functions of a living organism 
[1]. Aberrant glycosylation is associated with different 
diseases, e.g. prostate cancer [2], ovarian cancer [3, 4], 
rheumatoid arthritis [5], diabetes [6], and cardiac dis-
eases [7, 8]. Studies reveal that cancer cells often display 
their glycans at different levels of structures as compared 

to those observed on normal cells [9]. Glycosylation can 
thus be harnessed for defining cancer malignancy and 
disease progression [10, 11]. The abnormal glycosylation 
may contribute to cancer metastasis [12, 13]. Therefore, it 
is important to characterize protein glycosylation in bio-
logical and clinical specimens.

The N-linked and O-linked glycans are two most com-
monly studied glycoforms in protein glycosylation. The 
N-glycan has common core structure (GlcNAc2Man3) 
that conjugates to the asparagine (Asn or N) residues in 
the consensus peptide motif of Asn-X-Ser/Thr [where 
X is any amino acid except proline (Pro)]; The O-glycan 
conjugates to serine (Ser) or threonine (Thr) without a 
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consensus amino-acid motif. The structure of glycans is 
complex due to its non-template biosynthesis pathway. 
The complexity is predominantly due to its variable mon-
osaccharides, branches, linkages, and isomers.

It is preferable to analyze both N-glycans and O-gly-
cans from glycoproteins; technology development to 
achieve this goal has been the focus for glycomics [14–
20]. Release of these glycans from glycoproteins can be 
fulfilled by enzymes or chemical reactions. PNGase F 
(peptide: N-glycosidase F) releases all N-glycans except 
for glycans with core-α(1,3)-fucose that are found only 
in slime molds, plants, insects, and parasites plant and 
insect [21], whereas PNGase A (peptide-N4-(N-acetyl-
β-glucosaminyl)asparagine amidase) releases these 
N-glycans  from glycopeptides including core-α(1,3)-
fucose and all N-glycans released by PNGase F [22]. 
However, no universal O-glycosidase has been devel-
oped for the removal of all O-glycans except for core 1 
(Gal-GalNAc) or core 3 (GlcNAc-GalNAc). The removal 
of O-glycans is usually performed through alkali treat-
ment using β-elimination [23, 24] or hydrazinolysis [25, 
26]. Chemical release is cost-effective and can be ubiq-
uitously applied to release different types of glycans. 
Hydrazine hydrolysis releases both O-glycans (60  °C) 
and N-glycans (95  °C) [26, 27]. However, even at a rela-
tively lower temperature for O-glycans release (60 °C), it 
can still result in N-glycan release. The recently reported 
oxidative strategy releases all types of glycans including 
N-glycans and O-glycans without specificity [28]. It has 
been reported that O-glycans can be specifically released 
at a mild β-elimination such as ammonia [29]; however, 
others showed that ammonia (26–28%) alone could also 
release both N-glycans and O-glycans [14]. Additional 
consideration with glycans released by the chemical 
methods is the sequential degradation of reducing-end 
monosaccharide units by consecutive β-elimination, also 
known as “peeling” [30, 31]. The peeling of the alditols on 
the reducing end is showed to be prevented by release of 
O-glycans in a mild medium in the presence of reagents 
for alditol capping [32]. Several chemical compounds 
have been exploited for the capping of O-glycan alditol 
after β-elimination. Among them, pyrazolone derivatives 
have been used for capping the alditol and enhancing 
hydrophobicity of glycans for LC–ESI–MS [33, 34].

An integrated platform has been sought for the com-
prehensive profiling of glycans [16–20, 35]. Numerous 
N-glycan studies have shown that native sialic acid resi-
dues are fragile and may be easily lost during sample 
preparation and ionization in MALDI-MS [14, 36–38]. 
Stabilization by chemical methods such as amidation 
[37], methyl esterification [39], permethylation [18, 19, 
40], and perbenzolylation [41] has been developed for 
analysis of sialylated glycans. For example, glycoproteins 

are systematically analyzed by immobilizing on poly-
mer membranes for sequential release of N-glycans and 
O-glycans [35]. Structural analysis can be achieved via 
sialidases or exoglycosidases in coupling with porous 
graphitized liquid chromatography-mass spectrometry 
[18]. Mass spectrometric screening strategy is devel-
oped for characterizing glycan component of both gly-
cosphingolipids and glycoproteins from a single sample 
[20]. These methods have been widely used for analysis of 
glycans in biological specimens, such as ovarian cancers 
from serum and cell lines [4, 42–44].

It has been successfully demonstrated that sialic acid 
residues can be effectively stabilized using an in-solution 
amidation [37, 45]. Permethylation of the released gly-
cans can protect sialic acids for both N- and O-glycans 
[46, 47]. Yet, the decomposition of O-acetyl groups may 
occur under the harsh conditions used for permethyla-
tion [45]. Besides, the permethylated glycans may lose 
their reactivity on the reducing-ends, consequently pre-
venting their further use for fluorophore, chromophore, 
or isobaric tag labeling [48]. To this end, we recently 
developed a solid-phase chemoenzymatic platform 
termed as glycoprotein immobilization for glycan extrac-
tion (GIG) by conjugating glycoproteins on solid phase, 
protecting sialic acids, and sequentially releasing N- and 
O-linked glycans for MS analyses [14, 49, 50].

Glycoprofiling on ovarian cancer serum found that 
unique N-glycans were present in cancer patient [4]. 
Profiling of N-glycans by a nanoLC mass spectromet-
ric method observed up-regulation of the fucosylated 
N-glycans in healthy controls [51]. Recent works discov-
ered the glycosylation changes in ovarian cancers were 
influenced by aberrant regulation of gene expression. 
The characteristic glycan features that were unique to 
the ovarian cancer membrane proteins have been iden-
tified, including “bi-secting N-acetyl-glucosamine” and 
“N,N′-diacetyl-lactosamine” type N-glycans [42]. These 
glycosylation changes in ovarian cancer may contribute 
to disease pathogenesis [44]. Therefore, inhibition of pro-
tein glycosylation may be useful for ovarian cancer treat-
ment. In this study, we applied the quantitative glycomics 
to the analyses of both N- and O-linked glycans in ovar-
ian cancer cells in the presence and absence of inhibitor 
for O-linked glycosylation. The glycosylation changes on 
both N-glycans and O-glycans are described.

Experimental section
Reagents and sample preparation
All chemicals were purchased from Sigma-Aldrich (St. 
Louis, MO) unless specified otherwise. Aminolink resin, 
spin columns (snap cap), and Zeba spin desalting col-
umns were purchased from Life Technologies (Grand 
Island, NY). Alltech Extract-Clean Carbograph columns, 



Page 3 of 11Yang et al. Clin Proteom  (2017) 14:3 

analytical column [NanoViper, 75  μm (ID), 150  mm, 
2  µm particle size], water, methanol, and acetonitrile 
(ACN) (HPLC grade) were purchased from Fisher Sci. 
(Waltham, MA). NaCl solution (5 M) was ordered from 
ChemCruz Biochemicals (Santa Cruz, CA). Chloroform 
was purchased from J.T. Baker (VWR, Radnor, PA). Cell 
lysis buffer consists of 1× PBS, 1% NP-40, 0.5% sodium 
deoxycholate (C24H39NaO4), 0.1% SDS, 2  mM EDTA, 
and 50 mM NaF. Micro-centrifuge tubes (1–2 mL) were 
purchased from Denville Scientific Inc. (Holliston, MA). 
Sep-Pak C18 1 cc Vac Cartridges (50 mg sorbent per car-
tridge, 55–105  μm particle size) were purchased from 
Waters Corporation. Peptide-N-glycosidase F (PNGase 
F), denaturing buffer (10×), and GlycoBuffer (G7; 10×) 
were from New England Biolabs (Ipswich, MA).

OVCAR‑3 cell culture and treatment
OVCAR-3 cell line (ATCC® HTB-161TM) was purchased 
from ATCC (American Type Culture Collection). Cell 
culture was proceed according to ATCC protocol. The 
culture medium consists of RPMI-1640 (Thermo Fisher), 
0.01 mg/mL bovine insulin (Sigma), and 20% fetal bovine 
serum (Sigma). OVCAR-3 cells were suspended in a 
15-cm cell culture dish (Thermo Fisher). O-GalNAc 
inhibitor (Benzyl-α-GalNAc or BAG; Sigma) was dis-
solved in DMSO (Dimethyl sulfoxide; Sigma) (100 mM). 
A final concentration of BAG (0, 0.2, 1, 2 mM) was added 
to OVCAR-3 for 24-h treatment. Cells were washed by 
1× PBS three times before harvest in 1.5 mL microcen-
trifuge tube, followed by cell lysis in 500 μL of 1× bind-
ing buffer. Protein concentration was determined by BCA 
assay (Thermo Fisher). One mg protein was used for gly-
can analysis.

Protein immobilization on solid phase and N‑glycan 
release
Proteins were first extracted from cells using cell lysis 
buffer. Proteins (1  mg) were denatured at 100°C for 
10 min in 100 μL solution consisting of 10 μL 10× dena-
turing buffer and 90 μL deionized (DI) water. After Ami-
nolink resin was pre-conditioned by 1× binding buffer 
(500 μL; 3×) (pH 10; 100 mM sodium citrate and 50 mM 
sodium carbonate) [52], the denatured proteins were 
mixed with resin in a spin column by adding 350 μL DI 
water and 50  μL 10× binding buffer. The reaction pro-
ceeded up to 4 h with mixing at room temperature, fol-
lowed by incubation for another 4 h after adding 25 μL 
of 1  M NaCNBH3. Next, resin was rinsed using 500  μL 
1× PBS (3×) (Thermo Fisher). The conjugation contin-
ued for 4 h in 500 μL 1× PBS in the presence of 50 mM 
NaCNBH3. The active aldehyde sites on the resin were 
blocked using 500  μL 1× Tris–HCl (50  mM NaC-
NBH3). After washing the resin using 1 M NaCl and DI 

water (500 μL, 3×), the sialic acid residues were reacted 
with 1  M p-Toluidine (pT, Sigma) buffer via carbodiim-
ide coupling (3  h). The pT buffer (465  μL) consisted of 
400 μL of 1 M pT, 25 μL HCl (36–38%), and 40 μL EDC 
(N-(3-dimethylaminopropyl)-N′-ethylcarbodiimide). To 
remove chemical compounds such as pT and EDC, the 
resin was extensively washed with four solutions (500 μL) 
in a sequential order of 10% formic acid (3×), 10% ace-
tonitrile in 0.1% TFA (trifluoroacetic acid) (3×), 1  M 
NaCl (3×), and DI (3×). N-glycans were then enzymati-
cally released by 2 μL PNGase F (1000 units; 360 μL DI, 
40 μL 10× GlycoBuffer; 37 °C, 3 h). The released N-gly-
cans were purified by Carbograph as described in our 
previous protocol [36].

Chemical release of O‑glycans from solid phase
The resin was extensively washed with 1  M NaCl and 
DI (500  μL; 3×) after removal of N-glycans. Water was 
removed from the spin column by centrifuge (2000×g; 
30 s) and the resin was transferred to a 2-mL micro-cen-
trifuge tube. Two-hundred microlitre ammonia (NH4OH; 
26–28%) and 300  μL 500  mM PMP in methanol were 
mixed with resin, resulting in a lower concentration of 
ammonia (11.2%). The mixture was vortexed and reacted 
at 55  °C for 24–48  h (Fig.  1e). The samples were trans-
ferred back to the spin column to collect the superna-
tant. Resin was washed with DI water (300 μL; 3×) and 
all flow-through fractions were combined with the previ-
ously collected supernatant. After being dried under vac-
uum (Savant SpeedVac, Thermo Scientific), samples were 
re-suspended in 200 μL acidic water (1% acetic acid) and 
400 μL chloroform. The free PMP was completely mixed 
in chloroform while the labeled O-glycans were dissolved 
in 1% acetic acid. The excess PMP in chloroform was 
removed from the aqueous layer (water), and the extrac-
tion was repeated three more times (400 μL chloroform). 
The aqueous layer was dried under vacuum and re-dis-
solved in 1 mL of water (HPLC). The labeled O-glycans 
were purified using an SPE C18 cartridge, which was pre-
conditioned with 1 mL 100% acetonitrile (2×) and 1 mL 
water (3×). The C18-SPE-loaded samples were rinsed 
with 1 mL water (5×) and eluted with 200 μL 50% ace-
tonitrile (repeated once). The purified O-glycans were 
placed in a glass insert and dried under vacuum prior to 
LC–MS/MS analysis.

Mass spectrometry and data analysis
MALDI (matrix-assisted laser desorption/ionization) was 
performed using Shimadzu Resonance Maxima QIT-ToF. 
Laser energy was 140–160; 1 μL of DHB (2,5-dihydroxy-
benzoic acid)-DMA (dimethylaniline) was mixed with 1 μL 
of glycans. The modified glycans were cleaned by a C18-
SPE trap column (Thermo Scientific; Dionex nanoViper 
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Fingertight Fitting). Sample (12 μL) was injected to the trap 
column (C18) by the loading pump at a flow rate of 5 μL/
min. The nano-flow pump (Thermo Scientific; Dinoex 
UltiMate 3000) was set at a flow rate of 0.25 μL/min; the 
LC gradient was set from 4% (acetonitrile, 0.1% TFA) to 
50% within 70 min using an analytical column (Fisher Sci-
entific; Thermo Scientific Acclaim PepMap 100 C18). The 

full scan MS1 mass range was from 400 to 1800 Da (m/z) 
using positive mode (Thermo Scientific; Orbitrap Velos; 
collision-induced dissociation: 30%). The MS2 parameters 
were as follows: collision energy 29%, isolation width 2.0, 
m/z, activation time 0.2  ms, and HCD (high-energy col-
lision dissociation). Dynamic exclusion included repeat 
count 2, repeat duration 25 s, exclusion list size 500, and 
exclusion duration 5 s. Glycan spectra were analyzed using 
Thermo Xcalibur Qual Browser. Glycan composition was 
determined by (1) precursor matching and further con-
firmed by MS2 fragments (Additional file 1: Figure S1, 37 
MS/MS); and (2) database matching using CFG (http://
www.functionalglycomics.org), GlycomeDB (http://www.
glycome-db.org) and Glycosciences (http://www.glyco-
sciences.de/database/index.php) for those low abundance 
glycans. Glycans without MS/MS were given by their com-
position (N: HexNAc; H: Hexose; F: Fucose; S: NeuAc). 
The figures depicting the glycan structures were plotted 
using Glycoworkbench 2.1 software [53].

Results and discussion
GIG consists of three steps: (1) the denatured proteins 
are conjugated on a solid support (amine-reactive resin 
(aldehyde)) via reductive amination (Fig. 1a); the immo-
bilized proteins are modified via carbodiimide cou-
pling on the solid support for stabilization of the sialic 
acids (Fig.  1b); (2) N-glycans are released by PNGase 
F treatment (Fig.  1c) and labeled with isobaric tags 
(QUANTITY) for relative quantification [49] (Fig.  1d); 
(3) O-glycans are released from the solid support via 
β-elimination using ammonia in the presence of PMP 
(Fig. 1e). The labeled N-glycans and O-glycans are identi-
fied and quantified by LC–MS/MS.

Sequential release of N‑glycans and O‑glycans
To determine the performance of sequential release of 
N-and O-glycans from solid support, fetuin from bovine 
serum was conjugated on GIG resin to release glycans 
using PNGase F and ammonia. The first experiment 
was to determine the efficiency of N-glycan release by 
PNGase F, and then O-glycan release by β-elimination 
on the same sample. As shown in Fig. 2a, N-glycans are 
released directly from bovine fetuin conjugated on solid 
support by PNGase F digestion. The five major sialylated 
N-glycans are shown in Fig. 2a. Use the same specimen 
after N-glycan release, O-glycans were cleaved while 
their reducing-end alditols are protected by PMP [54]. 
The highly abundant O-glycans in fetuin include sia-
lylated O-GalNAc, i.e. NHS (DP7 was spiked as an inter-
nal standard) (Fig.  2b), which is in agreement with the 
results from recent chromatographic analysis [55]. These 
results indicate that N-glycans and O-glycans can be 
cleaved from their amino acid on the solid support.

Fig. 1  Schematic diagram of sequential releases and analyses of 
N-linked and O-linked glycans via chemoenzymatic method. a Immo-
bilize glycoproteins on solid support. b Modify sialic acids; c release 
N-glycans using PNGase F; d label N-glycans by the isobaric tags 
such as QUANTITY via reductive amination; e release O-glycans by 
β-elimination. The released O-glycans are purified using C18 cartridge 
and N-glycans are purified using Carbograph SPE column

http://www.functionalglycomics.org
http://www.functionalglycomics.org
http://www.glycome-db.org
http://www.glycome-db.org
http://www.glycosciences.de/database/index.php
http://www.glycosciences.de/database/index.php
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Protection of sialylated O‑glycans
The sialic acids are fragile and preferentially lost during 
sample preparation and ionization in MS. Sialic acid is 
negatively charged and hydrophilic, thus its identifica-
tion is ineffective in the positive ionization mode for MS. 
The negative ionization mode is commonly used and 
has been well developed for the analysis of intact sialic 
acids [56, 57]. Modification of sialic acid provides several 
advantages: (1) stabilization of sialic acids, (2) neutraliza-
tion of negative charge, and (3) enhanced hydrophobicity. 
Similar to modification on N-glycans [58], the sialic acid 
residues of O-glycans are simultaneously protected via 
carbodiimide coupling (Fig. 1b).

To demonstrate sialic acid modification on O-gly-
can analysis using GIG, mucin from bovine submaxil-
lary glands (MSB) was immobilized on resin using the 
detailed protocol described in our previous studies [14, 
36]. MALDI-MS profiling was used to compare the 
relative abundance of the sialylated O-glycans that are 
chemically released from MSB with sialic acid modi-
fication (Fig.  3a) and without modification (Fig.  3b). To 
estimate the signal between (a) and (b), an internal pep-
tide standard (Neurotensin, Sigma) was spiked in the 
MALDI matrix (20 μM/1 μL). The intensity of Neuroten-
sin is approximately the same (1000 mV) in (a) and (b). 
As shown in Fig. 3a, four major sialylated O-glycans are 
identified after sialic acid modification, including NS, 
NG, N2S, and N2G, which are listed in order of descend-
ing relative abundance. This result is consistent with find-
ings reported in the literature [31].

Analyses of N‑ and O‑glycans from ovarian cancer cells 
treated with O‑glycosylation inhibitor
We then applied the sequential release and analyses of N- 
and O-linked glycans from OVCAR-3 cells treated with 
Benzyl-α-GalNAc (BAG) to inhibit α-GalNAc biosynthe-
sis. Different concentrations of BAG (0 mM (control), 0.2, 
1, and 2 mM) were used to treat OVCAR-3 cells for 24 h. 
Cells were harvested and proteins were extracted. After 
protein (1 mg for each sample) immobilization, N-glycans 
were first released by PNGase F, followed by Carbograph 
cleanup [59]. One tenth of the N-glycans was loaded 
onto MALDI-MS for comparing the glycan profile from 
OVCAR-3 cells treated with different concentrations of 
BAG. An internal standard (25 μM/1 μL DP7) was used 
to determine the abundance of N-glycans as indicated in 
the Additional file  2: Table S1 (MALDI-OV3-Nglycan). 
Several observations are evident from the MALDI-MS 
analysis of N-glycans: (1) Oligomannoses are highly 
abundant N-glycans in OVCAR-3 cells; (2) Among the 
abundant oligomannose glycans, Man6 is the most abun-
dant compared to other oligomannose glycans; and (3) 
Most oligomannoses are upregulated in 0.2  mM BAG-
treated cells. The MALDI-MS profile of BAG-treated cell 
lines indicated that oligomannoses are highly abundant 
N-linked glycans in OVCAR-3 cells and affected by treat-
ments using different concentrations of BAG.

To quantify N-glycans, the released N-glycans were 
also labeled with 4-plex isobaric tags (QUANTITY) for 
quantitative analysis by ESI–MS (Thermo; Orbitrap Velos 
Mass Spectrometer) [49]. Figure  4 shows the MS/MS 

Fig. 2  Chemoenzymatic sequential releases of N-glycans and O-glycans from bovine serum-derived fetuin using GIG. a N-glycans were released by 
PNGase F on solid-phase; b O-glycans were released after N-glycans were released by mild β-elimination in 0.5 M PMP (1-phenyl-3-methyl-5-pyra-
zolone). The MS spectra was generated by MALDI
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Fig. 3  Sialylated O-glycans of mucin from bovine submaxillary glands (MBS) by MALDI-MS. a The sialic acids that were stabilized by carbodiimide 
coupling have a significantly increased MS signal; b the sialic acids without modification have low intensity in MALDI-MS. An internal standard 
(Neurotensin, 20 μM/1 μL) was spiked in the sample. The sialic acid modified glycans have one sodium adduct [Na]+, while native glycans have an 
extra sodium adduct per sialic acid

Fig. 4  MS/MS fragmentation of QUANTITY-tagged N-glycans. The N4H5S2 was extracted from OVCAR-3 cells and labeled by QUANTITY. MS/MS was 
performed by Thermo Orbitrap Mass Spectrometer. When a reporter is lost, the mass is reduced by 176–178 with a “Loss reporter”
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fragmentation ions of N-glycans labeled with QUQNA-
ITY, from which the cartoon structure is determined. A 
total of 137 N-glycans were identified and the high abun-
dant N-glycans are highlighted in Fig. 5 and summarized in 
Additional file 2: Table S1 (LC-ESI-OV3-Nglycan). Among 
them, MS/MS spectra from the highest abundant glycans 
were generated (Additional file  1: Figure S1). After sialic 
acid labeling and reducing end tagging with QUANTITY, 
the hydrophobicity of N-glycans is significantly enhanced 
[50]. This allows the separation of the modified N-glycans 
on a C18 analytical column (15 cm in length) with the elu-
tion of oligomannoses first (Fig. 5a), followed by complex 
and highly sialylated N-glycans (Figs. 5b, c, d). Using a linear 
gradient from 4% ACN to 50% ACN over a 70 min period, 
the retention time is (a) 0–10 min for oligomannoses, (b) 
10–20 min for complex glycans, (c) 20–30 min for complex 
glycans with high-branch structures, and (d) 30–40  min 
for complex sialylated glycans. In general, N-glycans were 
upregulated in the BAG-treated cells. Quantitative analysis 

by QUANTITY shows that 35 N-glycans were significantly 
upregulated by BAG treatment at a concentration of 1 mM 
(Additional file 3: Table S2). 

The detail mechanism of N-glycan upregulation in 
BAG treated ovarian cancer cells is unclear. It has been 
indicated that the glycosylation of proteins in Golgi 
and in-transit glycoproteins could be affected by BAG 
[60]. Several polypeptide-N-acetyl-galactosaminyltrans-
ferases (ppGalNAcTs) are located throughout the Golgi, 
where N-glycans are synthesized. BAG inhibition could 
essentially affect many transcriptional factors that may 
regulate genes associated with N-glycan synthesis [61]. 
Therefore, the inhibition of O-GalNAc glycans might 
indirectly affect N-glycan biosynthesis [62].

BAG is a compound that acts as a competitive sub-
strate for the synthesis of core 1, core 2, core 3, and core 
4 O-GalNAc glycans in cells. It thus leads to a reduction 
in the synthesis of complex O-GalNAc glycans [29, 63]. 
The dominant O-glycans (26) are present in Table 1 (132 

Fig. 5  N-glycan profile of OVCAR-3 cells by LC–ESI–MS/MS. N-glycans were first released after sialic acid modification, and the released N-glycans 
were labeled using isobaric QUANTITY tags (Quaternary Amine Containing Isobaric Tag for Glycan). The labeled N-glycans were separated using a 
C18 analytical column (Thermo Scientific Acclaim PepMap, 15 cm). a Oligomannoses eluted from 0 to 10 min, b complex N-glycans eluted from 10 
to 20 min, c Complex N-glycans eluted from 20 to 30 min, and d complex and sialylated N-glycans eluted from 30 to 40 min
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Table 1  O-glycans identified from  OVCAR-3 cells treated with  the inhibitor Benzyl-α-GalNAc (BAG) using solid-phase 
chemoenzymatic method

Composition Charge MW 
[M+pT][H]+

Native 
[M] [H]+

Relative Abundance
(ratio to untreated cells)

Possible O-glycans
0mM 0.2mM 1mM 2mM

NS 2 932.4 512.9 1 0.722 1.028 0.639

N2H2 2 1079.4 749.0 1 0.799 1.130 0.830 

NHS 2 1094.5 675.0 1 0.672 0.593 0.677 

FN2H2 2 1225.5 895.1 1 0.704 0.817 0.716 

N2H3 2 1241.5 911.1 1 0.754 0.769 0.968 

FN3H3 2 1266.5 936.1 1 1.716 1.216 1.490 

F3NS 2 1370.5 951.1 1 0.819 1.118 1.487 

F2N2H2 2 1371.5 1041.1 1 0.906 0.657 0.871 

FN2H3 2 1387.5 1057.1 1 1.316 1.320 1.246 

N2H4 2 1403.5 1073.1 1 1.014 0.800 1.236 

N3H3 2 1444.6 1114.2 1 0.744 0.736 0.640 

N2H2S 2 1459.6 1040.1 1 1.020 1.198 0.850 

N3HS 2 1500.6 1081.1 1 0 0 0 

F3HS 2 1517.6 1098.1 1 2.658 0 4.026 

FN2H4 2 1549.6 1219.2 1 1.6 0.886 1.229 

FN2H2S 2 1605.6 1186.2 1 1.047 1.346 1.126 

FN2H5 2 1711.6 1381.2 1 1.853 1.618 1.912 

N2H6 2 1727.6 1397.2 1 0.910 1.015 0.959 

F3N2HS 2 1735.7 1316.2 1 1.617 0.827 1.358 

FN4H3 2 1793.7 1463.3 1 0.770 1.079 0.725 
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possible O-glycans were assigned using precursor match-
ing as described in the Additional file 4: Table S3). Based 
on the change of O-GalNAc glycans under different BAG 
concentrations, the abundance of eight O-GalNAc gly-
cans was reduced in BAG treated OVCAR-3 cells, includ-
ing NS, N2H2, NHS, FN2H2, F2N2H2, N3H3, FN3H2S and 
N2H2S. However, few O-GalNAc glycans (e.g., N3HS) 
shows negligibly reduced or even no change by BAG, 
suggesting their biosynthesis being affected by other fac-
tors (the complete list is given in the Additional file  4: 
Table S3). 

Mucin-type O-glycans are critically regulated in can-
cers. For example, when CA125, an ovarian cancer 
marker, purified from the spent media of OVCAR-3 
cells, O-glycomic analysis revealed that the sialylated 
O-glycans were highly abundant, containing NS, NHS 
and N2H2S; three dominant non-sialylated O-glycans 
were N2H2, N3H2, and N3H3 [64]. Our results indi-
cate that the sialylated O-glycans in OVCAR-3 cells are 
effectively inhibited by BAG; however, non-sialylated 
O-glycans remain minimally regulated by inhibition of 
O-glycan biosynthesis. These observations are consist-
ent with previous studies, indicating that BAG inhibition 
leads to a decrease of mucus secretion and a decreased 
intracellular amount of sialic acid [60, 63]. For example, 
BAG can impede the sialylation of O-glycosidic sugar 

chains on CD44, and the inhibition enhances experi-
mental metastatic capacity in melanoma cells [65]. Sub-
sequent studies have explored the possibility that the 
change of sialic acids in cells might be a consequence of 
the metabolic processing of BAG into Gal-BAG, which is 
a potent competitive inhibitor of the Gal-GalNAc-α2,3-
sialyltransferase [62, 66]. Further inhibition of O-GalNAc 
glycosylation can be achieved by increasing the concen-
tration of BAG (4–8  mM) and extending the treatment 
up to 72 h [61, 64, 67].

Conclusion
A streamlined approach is used for the systematic identi-
fication and quantification of N-linked and O-linked gly-
cans in the ovarian cancer cells. The performance of the 
platform is evaluated by the analysis of glycans in stand-
ard N- and O-linked glycoproteins. The stabilization of 
sialic acids by carbodiimide coupling to the solid support 
enhances the detection of sialylated glycans, which are 
not observed without sialic acid modification using in-
solution β-elimination.

Inhibition of ovarian cancer cells by an O-GalNAc-
targeted inhibitor appears to up-regulate N-glycans and 
down-regulate mucin-type O-glycans by two independ-
ent experiments using label-free glycomic analysis and 
isobaric labeled N-glycan analysis. To our knowledge, 

Table 1  continued

FN3H2S 2 1808.6 1389.2 1 0.565 0.826 0.783 

N4H4 2 1809.7 1479.3 1 1.373 1.940 0.602 

FN5H3 2 1996.8 1666.4 1 0.831 1.365 0.764 

FN4H2S 2 2011.7 1592.2 1 1.185 0 1.370 

N4H6 2 2133.8 1803.4 1 0.588 1.735 1.324 

FN6H3 2 2199.9 1869.5 1 0.827 1.358 1.346 

Composition Charge MW 
[M+pT][H]+

Native 
[M] [H]+

Relative Abundance
(ratio to untreated cells)

Possible O-glycans
0mM 0.2mM 1mM 2mM

BAG inhibitor was added to the cell medium for 24-h incubation before cell harvest. The concentration of BAG inhibitor is 0 (control), 0.2, 1, and 2 mM. F fucose, N 
HexNAc, H hexose, S Neu5Ac. (Standard deviation ≤10%) (The relative abundance is calculated by percentage of coverage from LC–MS/MS data)
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this is the first report to show the levels of N-glycans 
are regulated by O-linked glycosylation by O-GalNAc 
inhibitor. Even though the mechanism of this regula-
tion is unclear, results indicate that a low concentration 
of O-GalNAc inhibitor might favor the biosynthesis of 
N-glycans in OVCAR-3 cells. The regulation of glycosyla-
tion biosynthesis by drugs should include considerations 
of their effects on both N-linked and O-linked glycans.

Abbreviations
GIG: glycoprotein immobilization for glycan extraction; HPLC: high-per-
formance liquid chromatography; ESI: electrospray ionization; MS: mass 
spectrometry; MALDI: matrix assisted laser desorption/ionization; QUANTITY: 
Quaternary Amine Containing Isobaric Tag for Glycan; DI: deionized water.

Authors’ contributions
SY and HZ designed the method. SY drafted the manuscript and conducted 
the experiments. HZ revised the manuscripts. NH, YL, LC, and LZ helped on 
cell cultures and sample preparation. WY helps on the O-glycan identification. 
SL synthesized QUANTITY and helped on quantitation. All authors read and 
approved the final manuscript.

Author details
1 Department of Pathology, Johns Hopkins Medicine, Smith Bldg 4013, 400 N. 
Broadway, Baltimore, MD 21287, USA. 2 Institute for Bioscience and Biotechnol-
ogy Research, University of Maryland College Park, Rockville, MD 20850, USA. 

Acknowledgements
We thank Drs. Thomas Stefani and Punit Shah from Johns Hopkins for help on 
LC–MS.

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

Availability of data and material
The Supporting Information is available free of charge via the Internet at 
https://clinicalproteomicsjournal.biomedcentral.com/.

Funding
This work was supported by the National Institutes of Health, National Cancer 
Institute, the Early Detection Research Network (EDRN, U01CA152813), 
the Clinical Proteomic Tumor Analysis Consortium (CPTAC, U24CA160036), 
National Heart Lung and Blood Institute, Programs of Excellence in 

Additional files

Additional file 1: Figure S1. MALDI-MS identification of Oligomannoses. 
The internal standard (1 μL, 25 μM DP7) is spiked in the matrix for semi-
quantification. Note: Man5 = F0N2H5S0.

Additional file 2: Table S2. LC-ESI-MS quantification of OVCAR-3 cell 
lines released by PNGase F via solid-phase chemoenzymatic method. The 
released N-glycans are labeled with QUANTITY tags (4-plex). The labeled 
N-glycans are pooled for analysis by LC-ESI-MS. Oliogosaccharide and 
complex N-glycans are listed by their composition. (QU = QUANTITY; RT 
= retention time; Y = identified)

Additional file 3: Table S3. N-glycan (35) relative quantification after 
BAG treatment. Composition F = fucose; N = HexNAc; H = Hexose; S = 
Sialic acid; pT = p-Toluidine; Qu = Quantity. Fold change is calculated by 
intensity of N-glycan from BAG-treated cells versus that from non-treated 
OVCAR-3 cells.

Additional file 4: Table S4. Regulation of O-glycans by O-GalNAc inhibi-
tors (BAG) on OVCAR-3 cells. N = HexNAc, H = Hexose, F = fucose, S = 
Sialic acid. The relative abundance is calculated by normalization using 
total intensity.

Glycosciences (PEG, P01HL107153), and the National Institute of Allergy and 
Infectious Diseases (R21AI122382), by Maryland Innovation Initiative (MII), and 
by The Patrick C. Walsh Prostate Cancer Research Fund.

Consent for publication
This manuscript is solely submitted to Clinical Proteomics for consideration.

Received: 29 July 2016   Accepted: 29 December 2016

References
	1.	 Varki A. Biological roles of oligosaccharides: all of the theories are correct. 

Glycobiology. 1993;3:97–130.
	2.	 Gilgunn S, Conroy PJ, Saldova R, Rudd PM, O’kennedy RJ. Aberrant 

PSA glycosylation-a sweet predictor of prostate cancer. Nat Rev Urol. 
2013;10:99–107.

	3.	 Saldova R, Royle L, Radcliffe CM, Hamid UMA, et al. Ovarian cancer is 
associated with changes in glycosylation in both acute-phase proteins 
and IgG. Glycobiology. 2007;17:1344–56.

	4.	 An HJ, Miyamoto S, Lancaster KS, Kirmiz C, et al. Profiling of glycans in 
serum for the discovery of potential biomarkers for ovarian cancer. J 
Proteome Res. 2006;5:1626–35.

	5.	 Ercan A, Cui J, Chatterton DE, Deane KD, et al. Aberrant IgG galactosyla-
tion precedes disease onset, correlates with disease activity, and is 
prevalent in autoantibodies in rheumatoid arthritis. Arthritis Rheum. 
2010;62:2239–48.

	6.	 Itoh N, Sakaue S, Nakagawa H, Kurogochi M, et al. Analysis of N-glycan in 
serum glycoproteins from db/db mice and humans with type 2 diabetes. 
Am J Physiol Endocrinol Metab. 2007;293:E1069–77.

	7.	 Montpetit ML, Stocker PJ, Schwetz TA, Harper JM, et al. Regulated and 
aberrant glycosylation modulate cardiac electrical signaling. Proc Natl 
Acad Sci USA. 2009;106:16517–22.

	8.	 Yang S, Chen L, Sun S, Shah P, et al. Glycoproteins identified from heart 
failure and treatment models. Proteomics. 2015;15:567–79.

	9.	 Dube DH, Bertozzi CR. Glycans in cancer and inflammation-potential for 
therapeutics and diagnostics. Nat Rev Drug Discov. 2005;4:477–88.

	10.	 Hakomori S. Glycosylation defining cancer malignancy: new wine in an 
old bottle. Proc Natl Acad Sci USA. 2002;99:10231–3.

	11.	 Hamid UMA, Royle L, Saldova R, Radcliffe CM, et al. A strategy to reveal 
potential glycan markers from serum glycoproteins associated with 
breast cancer progression. Glycobiology. 2008;18:1105–18.

	12.	 Peracaula R, Barrabés S, Sarrats A, Rudd PM, de Llorens R. Altered glycosyla-
tion in tumours focused to cancer diagnosis. Dis Markers. 2008;25:207–18.

	13.	 Wang X, Chen J, Li QK, Peskoe SB, et al. Overexpression of α (1, 6) fuco-
syltransferase associated with aggressive prostate cancer. Glycobiology. 
2014;24:935–44.

	14.	 Yang S, Li Y, Shah P, Zhang H. Glycomic analysis using glycoprotein immo-
bilization for glycan extraction. Anal Chem. 2013;85:5555–61.

	15.	 Shah P, Wang X, Yang W, Eshghi ST, et al. Integrated proteomic and 
glycoproteomic analyses of prostate cancer cells reveal glycoprotein 
alteration in protein abundance and glycosylation. Mol Cell Proteomics. 
2015;14:2753–63.

	16.	 Reinhold V, Zhang H, Hanneman A, Ashline D. Toward a platform for 
comprehensive glycan sequencing. Mol Cell Proteomics. 2013;12:866–73.

	17.	 Faid V, Chirat F, Seta N, Foulquier F, Morelle W. A rapid mass spectrometric 
strategy for the characterization of N-and O-glycan chains in the diagno-
sis of defects in glycan biosynthesis. Proteomics. 2007;7:1800–13.

	18.	 Jensen PH, Karlsson NG, Kolarich D, Packer NH. Structural analy-
sis of N-and O-glycans released from glycoproteins. Nat Protoc. 
2012;7:1299–310.

	19.	 Morelle W, Faid V, Chirat F, Michalski J-C. Analysis of N- and O-linked gly-
cans from glycoproteins using MALDI-TOF mass spectrometry. In: Packer 
NH, Karlsson NG, editors. Glycomics: methods and protocols. Humana 
Press; 2009. p. 3–21.

	20.	 Parry S, Ledger V, Tissot B, Haslam SM, et al. Integrated mass spectromet-
ric strategy for characterizing the glycans from glycosphingolipids and 
glycoproteins: direct identification of sialyl Lex in mice. Glycobiology. 
2007;17:646–54.

https://clinicalproteomicsjournal.biomedcentral.com/
http://dx.doi.org/10.1186/s12014-017-9137-1
http://dx.doi.org/10.1186/s12014-017-9137-1
http://dx.doi.org/10.1186/s12014-017-9137-1
http://dx.doi.org/10.1186/s12014-017-9137-1


Page 11 of 11Yang et al. Clin Proteom  (2017) 14:3 

	21.	 Staudacher E, Altmann F, Wilson IB, März L. Fucose in N-glycans: from 
plant to man. Biochim Biophys Acta. 1999;1473:216–36.

	22.	 Altmann F, Paschinger K, Dalik T, Vorauer K. Characterisation of peptide-
N4-(N-acetyl-β-glucosaminyl) asparagine amidase A and its N-glycans. 
Eur J Biochem. 1998;252:118–23.

	23.	 Iyer R, Carlson DM. Alkaline borohydride degradation of blood group H 
substance. Arch Biochem Biophys. 1971;142:101–5.

	24.	 Cummings R, Kornfeld S, Schneider W, Hobgood K, et al. Biosynthesis of 
N-and O-linked oligosaccharides of the low density lipoprotein receptor. 
J Biol Chem. 1983;258:15261–73.

	25.	 Takasaki S, Mizuochi T, Kobata A. Hydrazinolysis of asparagine-linked 
sugar chains to produce free oligosaccharides. Meth Enzymol. 
1981;83:263–8.

	26.	 Patel T, Bruce J, Merry A, Bigge C, et al. Use of hydrazine to release in 
intact and unreduced form both N-and O-linked oligosaccharides from 
glycoproteins. Biochemistry. 1993;32:679–93.

	27.	 Harvey DJ. Proteomic analysis of glycosylation: structural determination 
of N-and O-linked glycans by mass spectrometry. Expert Rev Proteomics. 
2005;2:87–101.

	28.	 Song X, Ju H, Lasanajak Y, Kudelka MR, et al. Oxidative release of natural 
glycans for functional glycomics. Nat Methods. 2016;13:528–34.

	29.	 Brockhausen I, Schachter H, Stanley P. Essentials of glycobiology. New 
York: Cold Spring Harbor Laboratory Press; 2009.

	30.	 Merry AH, Neville DC, Royle L, Matthews B, et al. Recovery of intact 
2-aminobenzamide-labeled O-glycans released from glycoproteins by 
hydrazinolysis. Anal Biochem. 2002;304:91–9.

	31.	 Zauner G, Koeleman CA, Deelder AM, Wuhrer M. Mass spectrometric 
O-glycan analysis after combined O-glycan release by beta-elimination 
and 1-phenyl-3-methyl-5-pyrazolone labeling. Biochem Biophys Acta. 
2012;1820:1420–8.

	32.	 Huang Y, Mechref Y, Novotny MV. Microscale nonreductive release of 
O-linked glycans for subsequent analysis through MALDI mass spec-
trometry and capillary electrophoresis. Anal Chem. 2001;73:6063–9.

	33.	 Honda S, Akao E, Suzuki S, Okuda M, et al. High-performance liquid chro-
matography of reducing carbohydrates as strongly ultraviolet-absorbing 
and electrochemically sensitive 1-phenyl-3-methyl-5-pyrazolone deriva-
tives. Anal Biochem. 1989;180:351–7.

	34.	 Saba JA, Shen X, Jamieson JC, Perreault H. Effect of 1-phenyl-3-methyl-
5-pyrazolone labeling on the fragmentation behavior of asialo and sia-
lylated N-linked glycans under electrospray ionization conditions. Rapid 
Commun Mass Spectrom. 1999;13:704–11.

	35.	 Wilson NL, Schulz BL, Karlsson NG, Packer NH. Sequential analysis of 
N-and O-linked glycosylation of 2D-PAGE separated glycoproteins. J 
Proteome Res. 2002;1:521–9.

	36.	 Yang S, Zhang H. Glycomic analysis of glycans released from glycopro-
teins using chemical immobilization and mass spectrometry. Curr Protoc 
Chem Biol. 2014;6:191–208.

	37.	 Sekiya S, Wada Y, Tanaka K. Derivatization for stabilizing sialic acids in 
MALDI-MS. Anal Chem. 2005;77:4962–8.

	38.	 Weiskopf AS, Vouros P, Harvey DJ. Electrospray ionization-ion trap mass 
spectrometry for structural analysis of complex N-linked glycoprotein 
oligosaccharides. Anal Chem. 1998;70:4441–7.

	39.	 Powell AK, Harvey DJ. Stabilization of sialic acids in N-linked oligosac-
charides and gangliosides for analysis by positive ion matrix-assisted 
laser desorption/ionization mass spectrometry. Rapid Commun Mass 
Spectrom. 1996;10:1027–32.

	40.	 Costello CE, Contado-Miller JM, Cipollo JF. A glycomics platform for the 
analysis of permethylated oligosaccharide alditols. J Am Soc Mass Spec-
trom. 2007;18:1799–812.

	41.	 Chen P, Werner-Zwanziger U, Wiesler D, Pagel M, Novotny MV. Mass 
spectrometric analysis of benzoylated sialooligosaccharides and differ-
entiation of terminal α2 → 3 and α2 → 6 sialogalactosylated linkages at 
subpicomole levels. Anal Chem. 1999;71:4969–73.

	42.	 Anugraham M, Jacob F, Nixdorf S, Everest-Dass AV, et al. Specific gly-
cosylation of membrane proteins in epithelial ovarian cancer cell lines: 
glycan structures reflect gene expression and DNA methylation status. 
Mol Cell Proteomics. 2014;13:2213–32.

	43.	 Alley WR Jr, Vasseur JA, Goetz JA, Svoboda M, et al. N-linked glycan struc-
tures and their expressions change in the blood sera of ovarian cancer 
patients. J Proteome Res. 2012;11:2282–300.

	44.	 Saldova R, Wormald MR, Dwek RA, Rudd PM. Glycosylation changes on 
serum glycoproteins in ovarian cancer may contribute to disease patho-
genesis. Dis Markers. 2008;25:219–32.

	45.	 Toyoda M, Ito H, Matsuno Y-K, Narimatsu H, Kameyama A. Quantitative 
derivatization of sialic acids for the detection of sialoglycans by MALDI 
MS. Anal Chem. 2008;80:5211–8.

	46.	 North SJ, Hitchen PG, Haslam SM, Dell A. Mass spectrometry in the analysis 
of N-linked and O-linked glycans. Curr Opin Struct Biol. 2009;19:498–506.

	47.	 Mariño K, Bones J, Kattla JJ, Rudd PM. A systematic approach to protein 
glycosylation analysis: a path through the maze. Nat Chem Biol. 
2010;6:713–23.

	48.	 Yang S, Rubin A, Eshghi ST, Zhang H. Chemoenzymatic method for glycom-
ics: isolation, identification, and quantitation. Proteomics. 2016;16:241–56.

	49.	 Yang S, Yuan W, Yang W, Zhou J, et al. Glycan analysis by isobaric aldehyde 
reactive tags and mass spectrometry. Anal Chem. 2013;85:8188–95.

	50.	 Yang S, Wang M, Chen L, Yin B, et al. QUANTITY: an isobaric tag for quanti-
tative glycomics. Sci Rep. 2015;5:17585.

	51.	 Bereman MS, Williams TI, Muddiman DC. Development of a nanoLC LTQ 
orbitrap mass spectrometric method for profiling glycans derived from 
plasma from healthy, benign tumor control, and epithelial ovarian cancer 
patients. Anal Chem. 2008;81:1130–6.

	52.	 Yang S, Mishra S, Chen L, Zhou J-Y, et al. Integrated glycoprotein 
immobilization method for glycopeptide and glycan analysis of cardiac 
hypertrophy. Anal Chem. 2015;87:9671–8.

	53.	 Ceroni A, Maass K, Geyer H, Geyer R, et al. GlycoWorkbench: a tool for the 
computer-assisted annotation of mass spectra of glycans. J Proteome 
Res. 2008;7:1650–9.

	54.	 Wang C, Fan W, Zhang P, Wang Z, Huang L. One-pot nonreductive 
O-glycan release and labeling with 1-phenyl-3-methyl-5-pyrazolone fol-
lowed by ESI-MS analysis. Proteomics. 2011;11:4229–42.

	55.	 Windwarder M, Altmann F. Site-specific analysis of the O-glycosylation 
of bovine fetuin by electron-transfer dissociation mass spectrometry. J. 
Proteomics. 2014;108:258–68.

	56.	 Harvey DJ. Matrix-assisted laser desorption/ionization mass spectrometry 
of carbohydrates. Mass Spectrom Rev. 1999;18:349–450.

	57.	 Harvey DJ, Royle L, Radcliffe CM, Rudd PM, Dwek RA. Structural and quan-
titative analysis of N-linked glycans by matrix-assisted laser desorption 
ionization and negative ion nanospray mass spectrometry. Anal Biochem. 
2008;376:44–60.

	58.	 Yang S, Toghi Eshghi S, Chiu H, DeVoe DL, Zhang H. Glycomic analysis by 
glycoprotein immobilization for glycan extraction and liquid chromatog-
raphy on microfluidic chip. Anal Chem. 2013;85:10117–25.

	59.	 Yang S, Zhang H. Glycan analysis by reversible reaction to hydrazide 
beads and mass spectrometry. Anal Chem. 2012;84:2232–8.

	60.	 Huet G, Hennebicq-Reig S, De Bolos C, Ulloa F, et al. GalNAc-α-O-benzyl 
inhibits NeuAcα2-3 glycosylation and blocks the intracellular transport of 
apical glycoproteins and mucus in differentiated HT-29 cells. J Cell Biol. 
1998;141:1311–22.

	61.	 Patsos G, Hebbe-Viton V, Robbe-Masselot C, Masselot D, et al. O-glycan 
inhibitors generate aryl-glycans, induce apoptosis and lead to growth 
inhibition in colorectal cancer cell lines. Glycobiology. 2009;19:382–98.

	62.	 Delannoy P, Kim I, Emery N, de Bolos C, et al. Benzyl-N-acetyl-α-d-
galactosaminide inhibits the sialylation and the secretion of mucins by a 
mucin secreting HT-29 cell subpopulation. Glycoconj J. 1996;13:717–26.

	63.	 Kuan S, Byrd J, Basbaum C, Kim Y. Inhibition of mucin glycosylation by 
aryl-N-acetyl-alpha-galactosaminides in human colon cancer cells. J Biol 
Chem. 1989;264:19271–7.

	64.	 Wong NK, Easton RL, Panico M, Sutton-Smith M, et al. Characterization of 
the oligosaccharides associated with the human ovarian tumor marker 
CA125. J Biol Chem. 2003;278:28619–34.

	65.	 Nakano T, Matsui T, Ota T. Benzyl-alpha-GalNAc inhibits sialylation 
of O-glycosidic sugar chains on CD44 and enhances experimen-
tal metastatic capacity in B16BL6 melanoma cells. Anticancer Res. 
1995;16:3577–84.

	66.	 Huet G, Kim I, De Bolos C, Lo-Guidice J, et al. Characterization of mucins 
and proteoglycans synthesized by a mucin-secreting HT-29 cell subpopu-
lation. J Cell Sci. 1995;108:1275–85.

	67.	 Tsuiji H, Takasaki S, Sakamoto M, Irimura T, Hirohashi S. Aberrant O-glyco-
sylation inhibits stable expression of dysadherin, a carcinoma-associated 
antigen, and facilitates cell–cell adhesion. Glycobiology. 2003;13:521–7.


	Simultaneous analyses of N-linked and O-linked glycans of ovarian cancer cells using solid-phase chemoenzymatic method
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Background
	Experimental section
	Reagents and sample preparation
	OVCAR-3 cell culture and treatment
	Protein immobilization on solid phase and N-glycan release
	Chemical release of O-glycans from solid phase
	Mass spectrometry and data analysis

	Results and discussion
	Sequential release of N-glycans and O-glycans
	Protection of sialylated O-glycans
	Analyses of N- and O-glycans from ovarian cancer cells treated with O-glycosylation inhibitor

	Conclusion
	Authors’ contributions
	References




