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Abstract: Recent developments in MS-based glycomics and glycoproteomics have rapidly advanced the field and pushed the          
boundaries of glyco-analysis into new territories. This review will lay out current workflows and strategies for characterization 
of the glycoproteome, including (in order of increasing complexity and information content) preliminary site mapping, composi-
tional glycan profiling, isomer-specific glycan profiling, glycosite-specific glycopeptide profiling, and finally, glycoproteomic 
profiling. 
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Introduction

Complex carbohydrate chains, known as glycans, 

decorate most of the human proteome and modulate crucial 

biological activities ranging from cellular signaling to 

protein folding.1−4 Glycosylation may be found on a variety 

of medically- and pharmaceutically-significant proteins, 

including biologic drugs (such as monoclonal antibodies or 

erythropoietin),5,6 vaccines (e.g. viral proteins hemagluttinin 

and neuraminidase),7,8 and clinical biomarkers (including 

cancer markers CA 15-3, CA-125, and PSA).9−11 Techniques 

for characterization of protein glycosylation, therefore, are 

in high demand by biopharmaceutical manufacturers, 

governmental regulatory agencies, and clinical laboratories 

alike.12,13

Unfortunately, glycoproteins are extraordinarily complex 

molecules. Unlike other bio-oligomers (such as nucleic 

acids or proteins), glycans are not synthesized by a 

template-driven process, but rather through interaction with 

a complex biochemical environment containing hundreds

of glycosidases and glycosyltransferases.14 Understandably, 

glycoproteins often possess significant structural hetero- 

geneity, with glycoforms numbering in the hundreds or 

even thousands, and thus characterization remains a 

significant analytical challenge.12,13

To analyze complex mixtures (such as glycans or 

glycoproteins), multi-dimensional and/or high-resolution 

separation is necessary. Mass spectrometry (MS) neatly fits 

the requirements of glyco-analysis, as it is highly amenable 

to hyphenation with complementary technologies (such as 

tandem MS or LC) and, furthermore, is available in several 

high-resolution flavors (including TOF, FT-ICR, and 

Orbitrap).15 It should come as no surprise, therefore, that 

mass spectrometric methods are the cornerstone of modern 

glyco-analytical technology. This review will cover current 

MS-based workflows and strategies for comprehensive 

characterization of the glycoproteome.

Level 0: Glycosylation Site Mapping

As a precursor to glycoprotein characterization, scientists 

must first determine whether or not a protein is 

glycosylated. Commonly, a complex mixture of proteins or 

peptides (both glycosylated and unglycosylated) is screened 

for this possibility. From this mixture, glycoproteins or 

glycopeptides are enriched by either lectin affinity16−20 or 

hydrazide chemistry.21−24 Various methods of enzymatic or 
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chemical deglycosylation may then be applied to remove 

the glycan,12,25 leaving a scar of some sort at the protein 

attachment site. For example, glycoprotein/-peptide digestion 

by peptide N-glycosidase F (PNGase F) replaces glycan-

attached asparagines with an aspartic acid, causing a mass 

difference of +0.9858 Da. The deglycosylated proteins or 

peptides can be analyzed by MS as part of a standard 

proteomics workflow, with the mass difference caused by 

the scar indicating the presence of glycosylation at a 

particular site.26,27

More recently, several reports have suggested the use of 

isotopic labeling to increase the specificity (and therefore 

accuracy) of N-glycosite mapping techniques.28,29 In this 

modified procedure, glycoproteins or glycopeptides are 

digested by PNGase F in 18O water, such that the glycan-

attached asparagine is deaminated into an 18O-labeled 

aspartic acid. The resulting mass difference of +2.9890 Da 

is readily distinguished from glycosite-obfuscating peptide 

modifications such as spontaneous deamidation (+0.9858 

Da) and can thus be definitively associated with the 

presence of a glycosylation site.

Though glycosylation site mapping is relatively straight- 

forward, the information content of the experiment is 

limited, as all glycan information (compositional or 

structural) is lost once the glycan moiety is removed. 

Therefore, to acquire a more comprehensive picture of the 

glycoprotein(s) in question, researchers often complement 

glycosylation site mapping with various glycan profiling 

techniques.27

Level 1: Compositional Glycan Profiling

Glycans, whether N- or O-linked, can be released from 

proteins by a variety of enzymatic or chemical methods, as 

discussed in the previous section. Following release, the 

released glycans may be enriched and analyzed. One of the 

simplest ways to analyze released glycans is to profile them 

according to mass, and therefore, composition. Briefly, this 

involves ionization of a heterogeneous glycan mixture, 

separation of glycan ions according to (exact) mass, and 

finally, quantitation of each detected glycan ion mass. Each 

mass would correspond with some composition of 

monosaccharides; thus, the term “compositional profiling”.

In the early days of glycomics, researchers were often 

faced with the issue of limited MS sensitivity. Glycans are 

naturally polar, and therefore harder to ionize due to low 

volatility. To compensate, researchers came up with 

derivatization strategies that increased glycan hydro- 

phobicity, either by the addition of a hydrophobic tag (e.g. 

2-AB labeling)30−32 or by replacement of polar groups with 

nonpolar ones (e.g. permethylation).33−35 While these 

derivatization strategies are still in use today, they are no 

longer necessary due to vast sensitivity improvements in 

modern mass spectrometers. Accordingly, native, label-free 

glycans are now the analyte of choice for comprehensive 

glycomic profiling.35,36

As an analyte, native glycans are not only easier to 

prepare, but also enable greater analytical sensitivity. While 

glycan derivatization techniques are continually being 

optimized, they never quite reach 100% efficiency, and so 

side reactions or incomplete reactions always occur at low 

levels.37,38 The unwanted reaction byproducts obfuscate the 

resulting mass spectra and, consequently, raise the noise 

level. In contrast, when native glycans are analyzed, noise 

in the mass spectrum originates primarily from electronic 

interference inside the MS detector, rather than from any 

chemical byproducts. In the past decade, decreases in 

instrumental noise levels have far outstripped decreases in 

chemical noise levels, and thus native glycan profiling 

today provides far greater sensitivity than previously 

imagined.6,39,40

Mass spectrometry (specifically, high-resolution MS) is 

an ideal analytical technology for compositional glycan 

analysis. In comparison to other bio-oligomers, glycans are 

easily separated and differentiated by mass. Human glycans, 

for example, are built from just four monosaccharide masses: 

hexose (including glucose, galactose, and mannose), at 

162.0528 Da; N-acetylhexosamine (including N-acetylglu- 

Figure 1. Cartoon depictions of glycan structure and composition. a) Cartoons and chemical structures of all monosaccharides found in 

human glycans; and b) a cartoon of the N-linked glycan core.
Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17 11
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cosamine and N-acetylgalactosamine), at 203.0794 Da; 

fucose, at 146.0579 Da; and N-acetylneuraminic acid, at 

291.0954 Da (Figure 1(a)). With sufficiently high m/z

resolution and accuracy, combinatorial possibilities are 

limited, and isobaric combinations rare. Given the accurate 

m/z and charge state of an ion, many computer algorithms 

now exist that can exactly predict a glycan composition de 

novo.41,42

MS-based glycan identification can be further refined by 

incorporating biological filters into mass-matching algo- 

rithms. The core structure and biosynthesis pathways of N-

glycans, in particular, are well-defined (Figure 1(b)), allowing 

implementation of sensitive and specific biological filters 

that rapidly screen mathematically-possible monosaccharide 

combinations and accurately eliminate biosynthetically-

impossible glycans.41 O-glycans, unfortunately, are not as 

structurally well-defined, but are still subject to some 

biosynthetic rules that can aid glycan mass-matching.43,44

Biological filters, in conjunction with experimental 

evidence, can be used to create glycan mass libraries.45

These libraries comprise a list of all possible (or probable) 

glycans found within a certain glycome: for example, 

human serum; or recombinant erythropoietin; or even 

bovine milk. Experimental MS results can then be matched 

to the libraries, and peaks automatically identified. Such 

libraries have already been applied successfully to various 

cancer biomarker studies39,46 as well as biopharmaceutical 

batch-to-batch comparisons.6

Level 2: Isomer-specific Glycan Profiling

A large part of glycan structural heterogeneity stems 

from isomeric glycans. Whereas sequence is sufficient to 

determine the primary structures of linear bio-oligomers 

such as nucleic acids and proteins, glycans are branched, 

with many possible linkages and configurations amongst 

the component monosaccharides. Analytical technology 

has only recently achieved the ability to differentiate and 

profile isomeric glycan structures, and some studies have 

already been able to correlate differences in the isomeric 

configuration of glycans with concrete biological 

effects.8,47,48 However, many of the effects of glycan 

isomeric configuration remain unknown and ready for 

discovery by the next generation of young glycobiologists.

In order to identify glycan isomers, one must first 

understand their origin. Glycan isomers occur due to a) 

connectivity, when monosaccharides are connected in 

different orders; b) branching, when monosaccharides are 

attached to different antennae; and c) linkage, when 

monosaccharides are linked at different carbons on the 

sugar molecule. Depending on the cause of the isomerism, 

different analytical technologies can help elucidate precise 

glycan structures.

The first step towards glycan structural elucidation is 

isomer separation. While single-stage MS can easily 

separate glycans of different compositions, it obviously 

cannot separate those with identical compositions (and 

masses) but different structures. Luckily, MS can easily be 

hyphenated with other structure-sensitive technologies, 

such as ion mobility spectrometry MS (IMS-MS) and/or 

LC/MS.15

Structure-sensitive LC/MS is currently the most popular 

method of separating and differentiating glycan isomers. 

This method utilizes structure-sensitive stationary phases, 

commonly amide49,50 or porous graphitized carbon.39,40,46,51−55

In addition to the glycan composition, these stationary 

phases respond to the three-dimensional structure of a 

glycan. As a result, different glycan isomers are retained by 

the stationary phase for different lengths of time. Upon 

elution, the glycans are ionized by electrospray and detected 

in the mass spectrometer. The abundances of different 

glycan isomers can then be quantified and compared.46,56

Glycan structural libraries enable rapid glycan identification 

by structure-sensitive LC/MS. Using these libraries, glycan 

structures can be identified by a combination of exact mass 

and reproducible (or time-calibrated) retention time. Since 

glycans are separated and identified in not just one, but two 

dimensions (namely, mass and retention time), identification 

is highly specific. Glycan structure/retention time libraries 

are currently available for human serum glycans as well as 

human milk oligosaccharides, with many more glycome-

specific structural libraries in development stages.52,53

For laboratories equipped with the requisite technology, 

LC/MS/MS spectral databases can provide even higher 

specificity in glycan differentiation and identification. 

Following structure-sensitive LC/MS, glycan isomers may 

be separately fragmented by tandem MS techniques such as 

collision-induced dissociation (CID) or electron transfer 

dissociation (ETD). Different glycan isomers fragment 

differently according to their three-dimensional structure,

and thus display different fragmentation patterns. Each distinct 

fragmentation pattern serves as a spectral “fingerprint” for a 

particular glycan isomer.57 Some fragments can even serve 

as diagnostic ions for the presence of certain glycan 

structural motifs, such as bisecting N-acetylglucosamine 

(GlcNAc), polylactosamine, or N-glycolylneuraminic acid 

(NeuGc or NGNA).58,59

Other techniques are currently available for separation 

and/or differentiation of glycan isomers. These include 

MSn, in which glycans are sequentially fragmented until 

isomer-specific glycan fragments are found;60,61 IMS, in 

which glycans are separated according to cross-sectional 

area;62−64 and exoglycosidase digestion, in which glycans 

are sequentially digested by enzymes that act only upon 

specific glycosidic linkages.65 Each technique comprises a 

unique method of glycan structural differentiation and/or 

separation, and would be highly informative in complement 

to structure-sensitive LC/MS. Unfortunately, none of these 

techniques can currently be performed in a high-throughput 

or automated manner, making them of limited use for rapid 
12 Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17
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screening in clinical or industrial settings. Nevertheless, 

their raw potential is high, and future developments are 

expected to transform these technologies into viable 

options for glycan isomer-specific profiling.

Level 3: Glycosite-specific Glycopeptide Profiling

While glycan profiling provides an abundance of 

information about changes to the glycosylation machinery, 

it does little to explain the effect of glycosylation on 

glycoprotein structure, function, or recognition. In order to 

discern the biological effect of altered glycosylation, one 

must localize these alterations to the originating glycoprotein 

and, more specifically, the originating glycosylation site.66−68

Glycoproteins are often decorated with multiple glycans, 

each attached at a different amino acid site on the protein. 

The glycans can be compositionally and structurally 

similar, or different, and can even be a combination of N- 

and O-glycans. In order to determine which glycans are 

attached at which sites, the site itself must be analyzed with 

the glycan still attached. Thus, site-specific glycan profiling 

necessarily uses glycopeptides as the principal analyte.

Glycopeptides are generated by digesting glycoproteins 

with proteases. This serves two purposes: 1) Increasing 

ionization efficiency and analytical sensitivity by decreasing 

the size of the analyte; and 2) Isolating glycans on separate 

molecules, in order to simplify site assignment. Ideally, 

following protease digestion, each glycopeptide should 

contain only a single glycan and a single site of glycosylation. 

Thus, identification of the peptide moiety and the glycan 

moiety would be sufficient for localization of the glycan to 

the glycosylation site. (In contrast, if a glycopeptide 

contained only a single glycan but multiple sites of 

glycosylation, an analyst would have significant difficulty 

determining which site of glycosylation the detected glycan 

was attached to.)

Trypsin is often used, particularly by those trained in 

classical proteomics, to digest glycoproteins into 

glycopeptides.19,69−72, Due to the high specificity of tryptic 

digestions, the resulting tryptic peptide masses can easily 

be predicted in silico once the sequence of the analyte 

protein is known. From that point on, it becomes a simple 

computational exercise to match glycopeptide masses 

(obtained via MS) to potential peptide/glycan combinations.

Other proteases or protease mixtures have also been used 

for glycoproteolysis.73−76 One popular alternative to trypsin 

is pronase, one of a large class of nonspecific or “multi-

specific” proteases.38,54,77−84 Pronase has multiple specificities 

and activities that enable it to cleave glycoproteins at a 

variety of sites, creating glycopeptides with (generally) 

shorter peptide moieties. Therefore, using pronase, it is 

much easier to isolate just one glycan and one glycosylation 

site onto each glycopeptide. Additionally, the smaller 

glycopeptides are more amenable to LC isomer-specific 

separation and subsequent MS detection.85,86

Glycopeptides can be prepared and analyzed by MS in 

much the same way as glycans, discussed earlier. However, 

MS data interpretation is much trickier for glycopeptides 

than for glycans, due to the high number of compositional 

“building blocks” that can be found in a peptide moiety- in 

humans, up to 19 different amino acid masses (in addition 

to the four monosaccharide masses found in the glycan 

moiety, discussed previously). De novo compositional 

assignment, therefore, is computationally prohibitive. 

However, given the glycoprotein sequence(s), computer 

algorithms exist that can match MS-acquired masses to 

potential glycopeptide sequences. To eliminate false positives, 

MS/MS is typically used to confirm these matches.54,87−91

CID MS/MS fragmentation of glycopeptides produces a 

number of diagnostic fragment ions that can be used to not 

only confirm that the precursor is a glycopeptide, but also 

compositionally identify the glycopeptides (Table 1). In 

positive mode, common indicators of a glycopeptide 

precursor include m/z 204.0867 [HexNAc+H]+ and m/z

366.1395 [Hex+HexNAc+H]+. Due to the relative weakness 

Table 1. Diagnostic fragment ions.

m/z (Da) Description

163.060 [Hex + H]+

204.086 [HexNAc +H ]+

366.139 [Hex + HexNAc +H]+

274.092 [Neu5Ac − H2O + H]+

292.102 [Neu5Ac + H]+

Figure 2. MS/MS spectra of glycopeptides containing a) a high 

mannose type glycan moiety, and b) a sialylated glycan moiety. 

Glycan diagnostic fragments are boxed in red; glycosite-specific 

(peptide) diagnostic fragments are circled in purple.
Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17 13
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of glycosidic bonds (vs peptide bonds) these fragments are 

almost always found in relatively high abundance in CID 

MS/MS spectra of glycopeptides. Other fragments are 

diagnostic of certain glycan moiety types- for example, m/z

163.0601 [Hex+H]+ indicates the presence of a high 

mannose or hybrid glycan moiety (Figure 2(a)), while m/z

292.1027 [NeuAc+H]+ and m/z 274.0921 [NeuAc-

H2O+H]+ indicate the presence of sialylation (Figure 2(b)). 

Finally, fragments corresponding to the mass of the peptide 

plus an additional m/z 204.0867 [peptide+HexNAc+H]+ are 

generally found in relatively high abundance in glycopeptide 

MS/MS spectra. Identification of these fragments enables 

determination of the peptide moiety and, by association, the 

site of glycosylation at which the glycan moiety is present.54,77 

Glycosite-specific glycopeptide profiling enables the 

creation of glycosylation maps such as those shown in 

Figure 3. Depending on the equipment and methodology 

used, these maps can be quantitative, or merely qualitative. 

Application of these maps to biomarker studies enables 

researchers to identify specific protein glycoforms that vary 

with disease, providing targets for clinical screening or 

diagnostic tests.

Level 4: Glycoproteomics

The term “glycoproteomics” is evocative of the highly-

automated computer algorithms currently being used in 

proteomics workflows. However, despite all of the recent 

advances in glycopeptide profiling, discussed in the 

previous section, automated site-specific profiling of whole 

glycoproteomes is still beyond the reach of current 

technology.

Part of the issue is data content. Though we often speak 

of glycoproteins as a single entity, they are each in fact a 

heterogeneous population with identical peptide sequences 

but very different attached glycans. A theoretical glycoprotein 

with four sites of glycosylation and five possible glycans at 

each site could have (5 + 1)4 = 1296 different glycoforms 

(including the possibility of no glycosylation of each 

glycosylation site). Glycoforms multiply rapidly if additional 

glycosites or additional glycans are found to be possible 

(Table 2): in the aforementioned case, just one additional 

glycosite and one additional possible glycan would give 

(6 + 1)5 = 16807 different glycoforms.25 While computerized 

search algorithms can be programmed to match exper- 

Figure 3. Glycosite occupancy and heterogeneity in bovine lactoferrin. Font size of each glycosite (in red) is directly correlated with 

glycan abundance at that site. Glycans drawn with darker shading are present in higher abundance, while those with lighter shading are 

less abundant. Copyright 2011 Springer-Verlag; reprinted with permission.54

Table 2.  Possible glycoforms according to number of glycosites and glycans.

# of glycosites

# of glycans

1 2 3 4 5 6 7 8

1 2 4 8 16 32 64 128 256

2 3 9 27 81 243 729 2187 6561

3 4 16 64 256 1024 4096 16384 65536

4 5 25 125 625 3125 15625 78125 390625

5 6 36 216 1296 7776 46656 279936 1679616

6 7 49 343 2401 16807 117649 823543 5764801

7 8 64 512 4096 32768 262144 2097152 16777216

8 9 81 729 6561 59049 531441 4782969 43046721
14 Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17
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imental and theoretical glycopeptide masses, the sheer 

number of theoretical masses means that almost any 

random contaminant or noise peak could potentially be 

matched to a theoretical glycopeptide. Without further data 

filtration, the false discovery rate skyrockets, severely 

decreasing the probability of accurate assignments.

To solve this problem and turn glycoproteomics into a 

real possibility, researchers will need to develop methods to 

finely fractionate whole glycomes. Immunoaffinity-based 

methods already exist that extract specific glycoproteins 

from complex mixtures so that they can be profiled in 

detail.92 However, for broad-scale application, these 

methods will need to be supplemented (or supplanted) with 

more general methods of separation: chromatography and 

electrophoresis. Multidimensional separation has already 

been applied to proteomics with great success,93−95 and is 

just now starting to be applied to glycoproteomics.96

Further developments in this field could enable automated, 

site-specific profiling of whole glycoproteomes in the near 

future.

Conclusions

Developments over the next few years in mass 

spectrometric strategies and bioinformatics will lead to 

comprehensive analysis of glycoproteins. Structure-specific 

glycomics is now within reach and just starting to be 

applied to biomarker research as well as biotherapeutic 

characterization. Meanwhile, advances in glycoproteomic 

analysis are beginning to yield quantitative strategies for 

the characterization of site-specific glycosylation. These 

new strategies will help us gain a greater understanding of 

an important yet largely unexplored portion of our biology: 

the glycome. 

Acknowledgements

We are grateful for the support provided by the 2012 

University-Institute Cooperation Program via the National 

Research Foundation of Korea as well as the Converging 

Research Center Program (2012K001505 for H. J. An) via 

the Ministry of Education, Science and Technology.

References

1. Apweiler, R.; Hermjakob, H.; Sharon, N. Biochimica et 

Biophysica Acta (BBA) - General Subjects 1999, 1473, 4.

2. An, H. J.; Gip, P.; Kim, J.; Wu, S.; Park, K. W.; McVaugh, 

C. T.; Schaffer, D. V.; Bertozzi, C. R.; Lerbilla, C. B. 

Molecular & Cellular Proteomics 2012, 11. 1.

3. Arndt, N. X.; Tiralongo, J.; Madge, P. D.; von Itzstein, 

M.; Day, C. J., Journal of Cellular Biochemistry 2011, 

112, 2230.

4. Li, Y.-L.; Wu, G.-Z.; Zeng, L.; Dawe, G. S.; Sun, L.; 

Loers, G.; Tilling, T.; Cui, S.-S.; Schachner, M.; Xiao, Z.-

C. FEBS Letters 2009, 583, 703.

5. Dubé, S.; Fisher, J. W.; Powell, J. S. Journal of Biological 

Chemistry 1988, 263, 17516.

6. Oh, M. J.; Hua, S.; Kim, B. J.; Jeong, H. N.; Jeong, S. H.; 

Grimm, R.; Yoo, J. S.; An, H. J. Bioanalysis 2013, 5, 545.

7. Chen, W.; Zhong, Y.; Qin, Y.; Sun, S.; Li, Z. PLoS ONE 

2012, 7, pe49224.

8. Matsuoka, Y.; Swayne, D. E.; Thomas, C.; Rameix-Welti, 

M.-A.; Naffakh, N.; Warnes, C.; Altholtz, M.; Donis, R.; 

Subbarao, K. Journal of Virology 2009, 83, 4704.

9. Peracaula, R.; Tabarés, G.; Royle, L.; Harvey, D. J.; 

Dwek, R. A.; Rudd, P. M.; de Llorens, R. Glycobiology 

2003, 13, 457.

10. Meany, D. L.; Zhang, Z.; Sokoll, L. J.; Zhang, H.; Chan, 

D. W. Journal of Proteome Research 2008, 8, 613.

11. Creaney, J.; Segal, A.; Sterrett, G.; Platten, M. A.; Baker, 

E.; Murch, A. R.; Nowak, A. K.; Robinson, B. W. S.; 

Millward, M. J. Br. J. Cancer 2008, 98, 1562.

12. An, H. J.; Kronewitter, S. R.; de Leoz, M. L. A.; Lebrilla, 

C. B. Current Opinion in Chemical Biology 2009, 13, 

601.

13. Lebrilla, C. B.; An, H. J. Molecular BioSystems 2009, 5, 

17.

14. Baum, L. G. Immunity 2002, 16, 5.

15. Hua, S.; Lebrilla, C.; An, H. J. Bioanalysis 2011, 3, 2573.

16. Kreunin, P.; Zhao, J.; Rosser, C.; Urquidi, V.; Lubman, D. 

M.; Goodison, S. Journal of Proteome Research 2007, 6, 

2631.

17. Qiu, Y.; Patwa, T. H.; Xu, L.; Shedden, K.; Misek, D. E.; 

Tuck, M.; Jin, G.; Ruffin, M. T.; Turgeon, D. K.; Synal, 

S.; Bresalier, R.; Marcon, N.; Brenner, D. E.; Lubman, D. 

M. Journal of Proteome Research 2008, 7, 1693.

18. Ahn, Y.; Shin, P.; Ji, E.; Kim, H.; Yoo, J. Analytical and 

Bioanalytical Chemistry 2012, 402, 2101.

19. Miyoshi, E.; Nakano, M. Proteomics 2008, 8, 3257.

20. Kurogochi, M.; Amano, M.; Fumoto, M.; Takimoto, A.; 

Kondo, H.; Nishimura, S.-I. Angewandte Chemie 

International Edition 2007, 46, 8808.

21. Zeng, X.; Hood, B. L.; Sun, M.; Conrads, T. P.; Day, R. 

S.; Weissfeld, J. L.; Siegfried, J. M.; Bigbee, W. L. 

Journal of Proteome Research 2010, 9, 6440.

22. Zhang, H.; Yi, E. C.; Li, X.-j.; Mallick, P.; Kelly-Spratt, 

K. S.; Masselon, C. D.; Camp, D. G.; Smith, R. D.; Kemp, 

C. J.; Aebersold, R. Molecular & Cellular Proteomics 

2005, 4, 144.

23. Zhang, H.; Li, X.-j.; Martin, D. B.; Aebersold, R. Nat. 

Biotech. 2003, 21, 660.

24. Zhou, Y.; Aebersold, R.; Zhang, H. Analytical Chemistry 

2007, 79, 5826.

25. An, H. J.; Froehlich, J. W.; Lebrilla, C. B. Current 

Opinion in Chemical Biology 2009, 13, 421.

26. Nilsson, J.; Ruetschi, U.; Halim, A.; Hesse, C.; Carlsohn, 

E.; Brinkmalm, G.; Larson, G. Nat. Meth. 2009, 6, 809.

27. Whelan, S. A.; Lu, M.; He, J.; Yan, W.; Saxton, R. E.; 

Faull, K. F.; Whitelegge, J. P.; Chang, H. R. Journal of 

Proteome Research 2009, 8, 4151.
Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17 15



Serenus Hua, Myung Jin Oh, and Hyun Joo An
28. Chaerkady, R.; Thuluvath, P.; Kim, M.-S.; Nalli, A.; 

Vivekanandan, P.; Simmers, J.; Torbenson, M.; Pandey, 

A. Clin. Proteom. 2008, 4, 137.

29. Zielinska, D. F.; Gnad, F.; Winiewski, J. R.; Mann, M. 

Cell 2010, 141, 897.

30. Morelle, W.; Faid, V.; Chirat, F.; Michalski, J. C. Methods 

in molecular biology (Clifton, N.J.) 2009, 534, 5.

31. Tong, W.; Han, H.; Song, Z.; Ma, C.; Pan, Y.; Zhang, Y.; 

Qin, W.; Qian, X. Analytical Methods 2012, 4, 3531.

32. Royle, L.; Campbell, M. P.; Radcliffe, C. M.; White, D. 

M.; Harvey, D. J.; Abrahams, J. L.; Kim, Y.-G.; Henry, G. 

W.; Shadick, N. A.; Weinblatt, M. E.; Lee, D. M.; Rudd, 

P. M.; Dwek, R. A. Analytical Biochemistry 2008, 376, 1.

33. Hu, Y.; Mechref, Y. Electrophoresis 2012, 33, 1768.

34. Costello, C. E.; Contado-Miller, J. M.; Cipollo, J. F. 

Journal of the American Society for Mass Spectrometry 

2007, 18, 1799.

35. Hung, W.-T.; Wang, S.-H.; Chen, Y.-T.; Yu, H.-M.; Chen, 

C.-H.; Yang, W.-B. Molecules 2012, 17, 4950.

36. Kronewitter, S. R.; de Leoz, M. L. A.; Peacock, K. S.; 

McBride, K. R.; An, H. J.; Miyamoto, S.; Leiserowitz, G. 

S.; Lebrilla, C. B. Journal of Proteome Research 2010, 9, 

4952.

37. Harvey, D. J. Journal of Chromatography B 2011, 879, 

1196.

38. Song, X.; Lasanajak, Y.; Xia, B.; Smith, D. F.; Cummings, 

R. D. ACS Chemical Biology 2009, 4, 741.

39. Hua, S.; Williams, C. C.; Dimapasoc, L. M.; Ro, G. S.; 

Ozcan, S.; Miyamoto, S.; Lebrilla, C. B.; An, H. J.; 

Leiserowitz, G. S. Journal of Chromatography A 2013, 

1279, 58.

40. Wada, Y.; Azadi, P.; Costello, C. E.; Dell, A.; Dwek, R. 

A.; Geyer, H.; Geyer, R.; Kakehi, K.; Karlsson, N. G.; 

Kato, K.; Kawasaki, N.; Khoo, K.-H.; Kim, S.; Kondo, 

A.; Lattova, E.; Mechref, Y.; Miyoshi, E.; Nakamura, K.; 

Narimatsu, H.; Novotny, M. V.; Packer, N. H.; Perreault, 

H.; Peter-Katalini, J.; Pohlentz, G.; Reinhold, V. N.; Rudd, 

P. M.; Suzuki, A.; Taniguchi, N. Glycobiology 2007, 17, 

411.

41. Kronewitter, S. R.; De Leoz, M. L. A.; Strum, J. S.; An, 

H. J.; Dimapasoc, L. M.; Guerrero, A.; Miyamoto, S.; 

Lebrilla, C. B.; Leiserowitz, G. S. Proteomics 2012, 12, 

2523.

42. Cooper, C. A.; Gasteiger, E.; Packer, N. H. Proteomics 

2001, 1, 340.

43. von der Lieth, C.-W.; Bohne-Lang, A.; Lohmann, K. K.; 

Frank, M. Briefings in Bioinformatics 2004, 5, 164.

44. Schachter, H.; Brockhausen, I. Symposia of the Society 

for Experimental Biology 1989, 43, 1.

45. Kronewitter, S. R.; An, H. J.; de Leoz, M. L.; Lebrilla, C. 

B.; Miyamoto, S.; Leiserowitz, G. S. Proteomics 2009, 9, 

2986.

46. Hua, S.; An, H. J.; Ozcan, S.; Ro, G. S.; Soares, S.; 

DeVere-White, R.; Lebrilla, C. B. Analyst 2011, 136, 

3663.

47. Zhao, J.; Simeone, D. M.; Heidt, D.; Anderson, M. A.; 

Lubman, D. M. Journal of Proteome Research 2006, 5, 

1792.

48. Reggi, M.; Capon, C.; Gharib, B.; Wieruszeski, J.-M.; 

Michel, R.; Fournet, B. European Journal of 

Biochemistry 1995, 230, 503.

49. Bereman, M. S.; Williams, T. I.; Muddiman, D. C. 

Analytical Chemistry 2008, 81, 1130.

50. Bones, J.; Mittermayr, S.; O’Donoghue, N.; Guttman, A. 

s.; Rudd, P. M. Analytical Chemistry 2010, 82, 10208.

51. Ruhaak, L. R.; Miyamoto, S.; Kelly, K.; Lebrilla, C. B. 

Analytical Chemistry 2011, 84, 396.

52. Wu, S.; Grimm, R.; German, J. B.; Lebrilla, C. B. Journal 

of Proteome Research 2010, 10, 856.

53. Aldredge, D.; An, H. J.; Tang, N.; Waddell, K.; Lebrilla, 

C. B. Journal of Proteome Research 2012, 11, 1958.

54. Hua, S.; Nwosu, C.; Strum, J.; Seipert, R.; An, H.; 

Zivkovic, A.; German, J.; Lebrilla, C. Analytical and 

Bioanalytical Chemistry 2012, 403, 1291.

55. Backstrom, M.; Thomsson, K. A.; Karlsson, H.; Hansson, 

G. C. Journal of Proteome Research 2008, 8, 538.

56. Tao, N.; Wu, S.; Kim, J.; An, H. J.; Hinde, K.; Power, M. 

L.; Gagneux, P.; German, J. B.; Lebrilla, C. B. Journal of 

Proteome Research 2011, 10, 1548.

57. Balog, C. I. A.; Stavenhagen, K.; Fung, W. L. J.; 

Koeleman, C. A.; McDonnell, L. M.; Verhoeven, A.; 

Mesker, W. E.; Tollenaar, R. A. E. M.; Deelder, A. M.; 

Wuhrer, M. Molecular & Cellular Proteomics 2012, 11, 

571.

58. Nwosu, C. C.; Aldredge, D. L.; Lee, H.; Lerno, L. A.; 

Zivkovic, A. M.; German, J. B.; Lebrilla, C. B. Journal of 

Proteome Research 2012, 11, 2912.

59. Bowden, T. A.; Baruah, K.; Coles, C. H.; Harvey, D. J.; 

Yu, X.; Song, B.-D.; Stuart, D. I.; Aricescu, A. R.; 

Scanlan, C. N.; Jones, E. Y.; Crispin, M. Journal of the 

American Chemical Society 2012, 134, 17554.

60. Ito, H.; Takegawa, Y.; Deguchi, K.; Nagai, S.; Nakagawa, 

H.; Shinohara, Y.; Nishimura, S.-I. Rapid Communications 

in Mass Spectrometry 2006, 20, 3557.

61. Prien, J. M.; Ashline, D. J.; Lapadula, A. J.; Zhang, H.; 

Reinhold, V. N. Journal of the American Society for Mass 

Spectrometry 2009, 20, 539.

62. Zhu, F.; Lee, S.; Valentine, S.; Reilly, J.; Clemmer, D. 

Journal of the American Society for Mass Spectrometry 

2012, 23, 2158.

63. Isailovic, D.; Kurulugama, R. T.; Plasencia, M. D.; 

Stokes, S. T.; Kyselova, Z.; Goldman, R.; Mechref, Y.; 

Novotny, M. V.; Clemmer, D. E. Journal of Proteome 

Research 2008, 7, 1109.

64. Harvey, D.; Scarff, C.; Crispin, M.; Scanlan, C.; Bonomelli, 

C.; Scrivens, J. Journal of the American Society for Mass 

Spectrometry 2012, 23, 1955.

65. Ali, L.; Kenny, D. T.; Hayes, C. A.; Karlsson, N. G. 

Metabolites 2012, 2, 648.

66. Robinson, L. N.; Artpradit, C.; Raman, R.; Shriver, Z. H.; 

Ruchirawat, M.; Sasisekharan, R. Electrophoresis 2012, 

33, 797.
16 Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17



Multi-Level Characterization of Protein Glycosylation
67. Schroeder Jr, H. W.; Cavacini, L. Journal of Allergy and 

Clinical Immunology 2010, 125, S41.

68. Neu, U.; Maginnis, M. S.; Palma, A. S.; Ströh, L. J.; 

Nelson, C. D. S.; Feizi, T.; Atwood, W. J.; Stehle, T. Cell 

Host & Microbe 2010, 8, 309.

69. Gray, J. S. S.; Yang, B. Y.; Montgomery, R. Carbohydrate 

Research 1998, 311, 61.

70. Alley, W. R.; Mechref, Y.; Novotny, M. V. Rapid 

Communications in Mass Spectrometry 2009, 23, 495.

71. Kuo, C.-W.; Wu, I. L.; Hsiao, H.-H.; Khoo, K.-H. 

Analytical and Bioanalytical Chemistry 2012, 402, 2765.

72. Nakano, M.; Nakagawa, T.; Ito, T.; Kitada, T.; Hijioka, T.; 

Kasahara, A.; Tajiri, M.; Wada, Y.; Taniguchi, N.; 

Miyoshi, E. International Journal of Cancer 2008, 122, 

2301.

73. Tajiri, M.; Ohyama, C.; Wada, Y.,Glycobiology 2008, 18, 

2.

74. Tajiri, M.; Yoshida, S.; Wada, Y. Glycobiology 2005, 15, 

1332.

75. Pompach, P.; Chandler, K. B.; Lan, R.; Edwards, N.; 

Goldman, R. Journal of Proteome Research 2012, 11, 

1728.

76. Neue, K.; Mormann, M.; Peter-Katalinic, J.; Pohlentz, G. 

Journal of Proteome Research 2011, 10, 2248.

77. Froehlich, J. W.; Barboza, M.; Chu, C.; Lerno, L. A.; 

Clowers, B. H.; Zivkovic, A. M.; German, J. B.; Lebrilla, 

C. B. Analytical Chemistry 2011, 83, 5541.

78. Nwosu, C. C.; Seipert, R. R.; Strum, J. S.; Hua, S. S.; An, 

H. J.; Zivkovic, A. M.; German, B. J.; Lebrilla, C. B. 

Journal of Proteome Research 2011, 10, 2612.

79. Yu, Y. Q.; Fournier, J.; Gilar, M.; Gebler, J. C. Analytical 

Chemistry 2007, 79, 1731.

80. An, H. J.; Peavy, T. R.; Hedrick, J. L.; Lebrilla, C. B. 

Analytical Chemistry 2003, 75, 5628.

81. Li, H.; Li, B.; Song, H.; Breydo, L.; Baskakov, I. V.; 

Wang, L.-X. The Journal of Organic Chemistry 2005, 70, 

9990.

82. Liu, X.; McNally, D. J.; Nothaft, H.; Szymanski, C. M.; 

Brisson, J.-R.; Li, J., Analytical Chemistry 2006, 78, 

6081.

83. Dodds, E. D.; Seipert, R. R.; Clowers, B. H.; German, J. 

B.; Lebrilla, C. B. Journal of Proteome Research 2008, 8, 

502.

84. Clowers, B. H.; Dodds, E. D.; Seipert, R. R.; Lebrilla, C. 

B. Journal of Proteome Research 2007, 6, 4032.

85. Kim, J. Y.; Kim, S.-K.; Kang, D.; Moon, M. H. Analytical 

Chemistry 2012, 84, 5343.

86. Schlosser, A.; Vanselow, J. T.; Kramer, A. Analytical 

Chemistry 2005, 77, 5243.

87. Dallas, D. C.; Martin, W. F.; Hua, S.; German, J. B. 

Briefings in Bioinformatics 2012. doi:10.1093/bib/bbs045

88. Seipert, R. R.; Dodds, E. D.; Clowers, B. H.; Beecroft, S. 

M.; German, J. B.; Lebrilla, C. B. Analytical Chemistry 

2008, 80, 3684.

89. Seipert, R. R.; Dodds, E. D.; Lebrilla, C. B. Journal of 

Proteome Research 2008, 8, 493.

90. Wuhrer, M.; Koeleman, C. A. M.; Hokke, C. H.; Deelder, 

A. M. Analytical Chemistry 2004, 77, 886.

91. Temporini, C.; Perani, E.; Calleri, E.; Dolcini, L.; Lubda, 

D.; Caccialanza, G.; Massolini, G. Analytical Chemistry 

2006, 79, 355.

92. Tsai, H.-Y.; Boonyapranai, K.; Sriyam, S.; Yu, C.-J.; Wu, 

S.-W.; Khoo, K.-H.; Phutrakul, S.; Chen, S.-T. 

Proteomics 2011, 11, 2162.

93. Horvatovich, P.; Hoekman, B.; Govorukhina, N.; 

Bischoff, R. Journal of Separation Science 2010, 33, 

1421.

94. Sandra, K.; Moshir, M.; D’hondt, F.; Tuytten, R.; 

Verleysen, K.; Kas, K.; François, I.; Sandra, P. Journal of 

Chromatography B 2009, 877, 1019.

95. Zhang, X.; Fang, A.; Riley, C. P.; Wang, M.; Regnier, F. 

E.; Buck, C. Analytica Chimica Acta 2010, 664, 101.

96. Nwosu, C. C.; Huang, J.; Aldredge, D. L.; Strum, J. S.; 

Hua, S.; Seipert, R. R.; Lebrilla, C. B. Analytical 

Chemistry 2012, 85, 956.
Mass Spectrom. Lett. 2013 Vol. 4, No. 1, 10–17 17



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /KOR <FEFFd5a5c0c1b41c0020c778c1c40020d488c9c8c7440020c5bbae300020c704d5740020ace0d574c0c1b3c4c7580020c774bbf8c9c0b97c0020c0acc6a9d558c5ec00200050004400460020bb38c11cb97c0020b9ccb4e4b824ba740020c7740020c124c815c7440020c0acc6a9d558c2edc2dcc624002e0020c7740020c124c815c7440020c0acc6a9d558c5ec0020b9ccb4e000200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /CHS <FEFF4f7f75288fd94e9b8bbe7f6e521b5efa76840020005000440046002065876863ff0c5c065305542b66f49ad8768456fe50cf52068fa87387ff0c4ee563d09ad8625353708d2891cf30028be5002000500044004600206587686353ef4ee54f7f752800200020004100630072006f00620061007400204e0e002000520065006100640065007200200035002e00300020548c66f49ad87248672c62535f003002>
    /CHT <FEFF4f7f752890194e9b8a2d5b9a5efa7acb76840020005000440046002065874ef65305542b8f039ad876845f7150cf89e367905ea6ff0c4fbf65bc63d066075217537054c18cea3002005000440046002065874ef653ef4ee54f7f75280020004100630072006f0062006100740020548c002000520065006100640065007200200035002e0030002053ca66f465b07248672c4f86958b555f3002>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


